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Printed in the Union of South Africa by the 
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Ovine Anaplasmosis : The Transmission of 
Anaplasma ovis and Eperythrozoon ovis to 
the Blesbuck (DamaKscus albifrons). 

By W. (). NEITZ, Section of Protozoology and Virus Diseases, 

Onderstepoort. 


iNTnODTKniON. 

Thk transmission of Anaplnitma marginale and Auaplnsma centrah 
to several vspeeJes of South African antelopes was discussed by Jfeitz 
and du Toit (1932) and Neitz (1935). The experiments showed <hat 
A. margiiude produced an active infection in the blesbuck, the duiker 
and the blackwildebeesl, whereas .4. cevtrale resulted in a latent 
infection in the blesbuck. 

A(‘c.ording to Lignieres (1919) .4. marginale produces a latent 
infection in sJieep and goats. This observation in sheep was con- 
firmed by Kraus, Dois and Uyarzabal (1922), Sergent, Donatien 
and l..esio(j[uard (1924) and Neitz and du Toit (1932). Theiler (1910) 
and de Kock and (Quinlan (192G), on the other hand, failed to infect 
sheep with A. marginale. Their experiments were carefully carried 
out, and it must therefore be concluded that sheep canm)t always 
become infected with bovine anaplasmosis. 

De Kock and Quinlan (192G) and Donatien and Lestoquard (1930) 
showed that cattle are not susceptible to A. ovia. 

On account of the difference in the behaviour of the three species 
of anaplasma in the ruminants mentioned above, experiments were 
undertaken to ascertain the response of the blesbuck to A. ovis. 


Experimental Observations. 

Three blesbuck {Dnmaliscus albifrons) were obtained through 
the kindness of the Provincial Administration of the Orange Eree 
State from the Summerville Game Reserve at Theunissen. They 
arrived at Onderstepoort in May, 193G, and w^ere kept in a com- 
paratively tick free camp until they were needed. During the period 
that they were used for these experiments, they were kept in a stable. 
At first the animals w^ere wild but they soon became so tame that 
the daily temperature and blood smears could be taken without greai 
difficulty. 

2 


9 



OVINE ANAPLASMOSIS. 


The Transmission oe Anaplmvia ovis and Eperythrozoon ovis 
TO THE BlESRDCK. 

The details about the subinoculations will be found in Table 1. 

Experiment 1. {S. 6382.) 

Object , — To ascertain whether one of the blesbuck harbours any 
blood parasites transmissible to sheep. 

Method, — Blood frbm blesbuck 47080 was injected subcutane- 
ously into two vsusceptible splenectomized sheep 41481 and 41596. 
Blood smears were examined daily for a period of 4 weeks. 

Result, — No blood parasites could be demonstrated in either of 
the two sheep. 

Conchtsion , — Blesbuck 47080 did not harbour any blood parasites 
transmissible to sheep. It was assumed that since the blesbuck 
47080 was free of parasites, that blesbuck 47086 and 47350 would 
also be free. Sufficient susceptible splenectomized sheep were not 
available to test each animal separately. 


Experiment 2. 

Object, — To transmit A, ovis and Ep, ovis to blesbuck 4708(1 
and 47350. 

Method, — Mixed blood of two sheep 40306 and 40326 harbouriiifi: 
A, ovis and Ep, ovis was injected into the two blesbuck. 

Result, — Both antelopes reacted to A, ovis which was demon- 
strated on the 27th day in case of blesbuck 47080 and on the 32nd 
day in case of blesbuck 47350. Pronounced anaemia was (d)served 
clinically and microscopically in both animals. In neither of the 
animals could Ep. ovis be demonstrated microscopically. The tem- 
peratures remained normal (99-102® F.) throup^hout the period of 
observation. There was a ^^radual loss of condition and j^eneral 
w^eakness even after the disappearance of the parasites from the 
blood stream. 

Blesbuck 47080 died 107 days after infection. At post-mortem 
this animal showed emaciation, anaemia, acute gastro-enteritis, 
oedema of the lungs, gelatinous infiltration of the fat and a Bnuo- 
stomum trigonocephalum infestation. 

Blesbuck 47350 died 103 days after receiving the infected bl(K)d. 
At autopsy ascites, hydrothorax, hjrdropericard, subendocardial 
haemorrhages, cachexia, gelatinous infiltration of the fat and 
oxyuriasis were observed. 

Conclusion, — A, ovis could be transmitted to both antelopes. 
Ep, ovis could not be demonstrated microscopically, but may have 
been present as a latent infection. It is not clear to what extent 
the verminosis influenced the degree of anaemia. Both animals died 
several weeks after the disappearance of the parasites from the blood 
stream. It is possible that under these unnatural conditions the 
anaplasmosis infection was indirectly responsible for the deaths. 

10 



\V. O. NEIT/. 


Experiment 3. 

Object,-— 'Vo confirm the microscopic; diagnosis of A, avis made 
in the previous experiment, by injecting blood from the antelopes 
into sheep, calves and a blesbuck. 

— (/?) Blood from blesbuck 47080 was injected into two 
spleneciomized sheep 41481 and 41590 used in experiment No. 1, 
into calf 7310, and into blesbuck 47080. 

(6) Blood from blesbuck 47350 was injected into calf 7304. 

liesifit, — (a) Sheep 41481 reacted to A. avis, but three days 
after the appearance of the parasites, the animal died from meieorism 
of the rumen. Ep. avis ciould not be demonstrated in this animal, 
but would })robably have appeared had the animal lived longer, 
since this animal was known to be fully susceptible. Sheej) 41590 
leaded to .1. ori.s and Ep. ovi.s. A very marked anaemia developed 
as the result of the mixed infection, and the animal died eight days 
after the first appearance of the parasites. 

Blesbuck 47080 reacted to A. avis, but Kp, oris could not be 
demonstrated microscopii'ally. The infection did not produce a 
febrile reaction. The animal died 14 days after the first appearance 
of the parasites. At autopsy there were anaemia, icterus and a light 
llaenionchus coofortos infection present. 

Calf 7310 did not react to .4. oris. Three months later this calf 
was injected with A. imirtfinale to which it reacted 21 days later. 

Calf 7304 did not react to A. ovis. Six weeks later blood from 
this calf was injected into three sheep which failed to react to 
.4. ovis. These sheep were later found to be susceptible to J. ovis. 
The calf reacted to A. marginale on testing its susceptibility. 

Gonclvsion. — It was possible to <*onfirm the microscopic diag- 
nosis of A. oris and to demonstrate a latent infection of Ep. ovis in 
one of the blesbuck by subinoculation of blood into a susceptible 
splenectomized sheep. The second splenectomized sheep died, and 
w^ould probably also have reacted to Ep. oris since it was fully sus- 
ceptible. 

Both the ino(;ulated calves failed to react to A. ovis^ and they 
were subsequently found to be susceptible to A, marginale. 


Discussion. 

In the appended Table II, an attempt is made to show the 
different characteristics of the anaplasma of the ruminants. It will 
be noticed that the information on this subject is incomplete, but 
nevertheless a number of important points are available, especially 
those on the susceptibility of the different species of the family 
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OVINE ANAPLASMOSIS. 


Table!. (S.6382.) 


B.O.B. Number 
of Animal. 

Injected from. 

Object. 

Dose of 
Blood. 

Blesbuck 47080 

Sheep 40306 and 40326 both carriers of 
A, ovis and Ep. wis. 

To transmit the |)arasites of the donors to 
the blesbuck 

10 c.c. i.v., 10 
c.c. subcut 

41481. Susceptible 
splenoctomizM shee{) 

Blesbuck 47080 before receiving infective 
dose 

To ascertain whether blesbuck harbours 
any blood parasites 

10 C.C. i.v 


Blesbuck 47080 while showing A. om in 
the blood 

To coniirm the diagnosis of A. ovis in 
blesbuck 

10 c.c. i.v 

41596. Smiceptible 
splenectomized sheep 

Blesbuck 47080 before receiving infective 
dose 

To ascertain whether blesbuck harbours 
any blood parasites 

10 c.c. i.v 


Blesbuck 47080 while showing A. ovk in 
the blood 

To confirm the diagnosis of A. ovis in the 
blesbuck 

10 c.c. i.v 

Blmtmok 47086 

Blesbuck 47080 while reacting to A, avis . 

To transmit A. ovis to blesbuck 

10 c.c. i.v 

Bovine 7316 

Blesbuck 47080 while reacting to A. m«. . 

To exclude the possibility of A. mrgiiwlc 
infection in the blesbuck 

10 c.c. i.v 


Bovine 7319, a carrier of A, margiMle. . . . 

To ascertain whether Bovine 7316 is 
su8cei)tible to A, margivak 

10 c.c. i.v 

Blwibuck 47360 

Sheep 40306 and 40326, both earners of 
A. ovis and Ep, ovis ^ 

To transmit the parasites of the sheep to 
blesbuck 

10 i.v 

Bovine 7364 

Blesbuck 47350 while reacting to A, ovis . . 

To exclude the possibility of A. mrgiwdc 
infection 

10 c.c. i.v 


Calf 7316, a carrier of A, mrgiMk 

To ascertain whether bovine 7364 is huh- 
ceptiblo to A. mrgiMik 

10 c.c. i,.v.. 

Sheep 62873 

Bovine 7364 

To ascertain whether bovine 7364 harbours 
a latent infection' of A. ovis 

10 c.c. i.v 


Shsop 41836, 47079 ud 46063 

To ascertain whether sheep 52872 is sus- 
ceptible to A. 0 ^ 

10 c.c, i.v 

Sheep 52683 

Bovine 7364 

To ascertain whether bovine 7364 harbours 
a latent infection of A. ovis 

10 c.c, i,v 


8he«p 41836, 47079 and 46063 

To ascertain whether sheep 52683 is bus* 
oeptiblc to A. ovis 

10 C.C. i.v 


Sheep 52737 Bovine 7364 To aecertain whether bovine 7364 harbours 10 c.o. i.v 

a latent infection of il. ovte 

Sheep 41835, 47079 and 46053 To ascertain whether sheep 52737 is sns- 10 c.o. i.v 

ceptible to A. cm 
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Table 1. (8. ih]S2)— continued. 


W. 0. NEITZ. 




Rsstn-T. 



l)at(n 

Incu- 

bailor 

Perioc 

in 

Days. 

Anaplasm Ovis. 

Incu- 

bation 

Period 

in 

Days. 

Epsrylhromn Om. 

7/1/193K 

27 

Parasites appeared in large numbers. At the beginning 
of the experiment the erythrocyte count was 0 million, 
and the 14th day after the first apiKiarance of the 
parasites, the erythrocyte count liod dropped to 
1‘5 million. The blood showed basophilia, poly* 
chroroasia auisocytosis and Jolly bodies. Parasites 
could be demonstrated for a period of 00 days. 
Blesbuck died 24/4/1938 


E'p. ovis could not be domonstrated micro- 
copically. The presence of a latent 
infection was shown by sub-inoculating 
blood into sheop 41596. 

7/1/193H 

... 

No blood parasit(8S could be demonstrated 


- 

4/2/1938 

21 

A. om could bo demonstrated for 3 days. Sheop dii«l 
from hovon 27/2/1938 

- 

Ep. ovis did not appear. 

7/I/I938 

- 

No blood could be demonstrated 

- 

- 

4/2;l93H 

15 

A. ovis could bo demonstrated for 8 days. Severe 
anaemia developed and sheep died 2*5/2/1938 

15 

Kp. ovis app(»red in large numlwrs and 
undoubtedly complicated A . ovis infection. 

17/2/1938 

20 

;1. ovk a})peared in large numbers. Animal died 
21/3/1938 

- 

Ep ovis could not bo demonstrated micro- 
scopically. 

20/2/1938 

— 

No parasites s^nm in blood smears for a |)oriod of 100 { 
(lays ! 

— 

i 

1 

1 

18/5/1938 

21 

A tvpical A. mnrgmk infection was olwerved i 



20/4/1938 

32 

A. oim Hp|)car(Ml in large numlxMn, and produced ' 
marked anaimiia. I’arasitos seen for a period of 
40 days. Animal di(Kl 6/8/1938 

1 

i 

1 

Ep. ovis could not l)e demonstrated micro- 
scopically. 

8/7/1938 


No blood parasit(8s a])|ieare(l for a ]Kwiod of 8 weeks. . 

1 


- 

2/9/1938 

1 

12 

A typical A. mrgirnAe inflation was observed 


• _. 

23/8/lW 

- i 

Did not vmt to A. ovis 


Did not react to Ep, ovis. 

2(1/9/1938 

15 

Reacted to A. ovis 

15 

Reacted to Ep. ovis. 

22/8/1938 

- 

Did not react to A. ovis 

- 

Did not react to Ep. wis. 

28/9/1938 

15 

Reacted to A. ows 

15 

Reacted to Ep. ovis. 

22/8/1938 


Did not react to A. ovis 

- 

Did not react to Ep. ovis. 

26/9/1938 

30 

Reacted to A. ow's 

- 

Did not react to Ep. ovis. 
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The Behaviour of the Three Species of Anaplasma in Ruminants, 


OVINE ANAFLASHOSIS 
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Cavicornidae. The susceptibility of the bovine and the blesbuck to 
the three species of Anaplasma has been fully worked out, whereas in 
the other ruminants this information is still lacking. Cattle are 
susceptible to A. vmrginale and A. eentmle only. The blesbuck is 
susceptible to all the three species of anaplasma. In this antelope 
A. marginnle and A. oris produce active infections, whereas A, 
eentmle results in a latent infection. With this information one 
should be able to isolate A. nuirginale in a pure state from a blesbuck 
that harbours a mixed infection of A. warginale and A, avis by 
passaging the blood through cattle. On the other hand no method 
can be indicated for obtaining a pure strain of A. avis from such a 
mixed infection, because all the ruminants mentioned in Table II 
are susceptible to A. marginale. 

Another important fact that has been demonsiiated is that the 
passage of these organisms through the various species of ruminants 
does not influence their chief characteis, viz., Ilieir situation in the 
erythrocytes and their morphological structure. 


CONCLVSIONS. 

1. Anoplasmu ovts produces an active infection in the blesbuck. 
The incubation period varies from 20 to days. The parasites can 
be demonstrated microscopically for a period of 40 to 00 days. 
Anaemia resulted from the infection. 

2. A latent infection of Eperythrozoon ovist in one of the bles- 
bu(‘k was demonstrated by subinoculination of blood into a suscep- 
tible splenectomized sheep. 

3. The three blesbuck died. It is however not clear whether the 
ariaplasmosis reaction was indirectly responsible for the deaths. 

4. It was not possible to transmit A. avis from the blesbuck to 
the cattle. 

5. A. oris did not change its characteristic morphology by 
])assage through the blesbuck. 

0. There is good reason to believe that blesbuck can act as 
reservoirs of A. oris under natural conditions. 
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Studies of the Rickettsias of the Typhus- 
Rocky-Mountain-Spotted-Fever Group in 
South Africa. I. — Isolation of Strains. 

By 11. A. ALEXANDER, J. H. MASON and W. 0. NEITZ, 
Section of Protozooilogy ami Virus Diseases, Onderstepoort. 


liKSEAUcii work inio heariwater, a disease of sheep, goals, and cattle 
caused by Rickettsia- ruminantivm ((\)wdry 1920) lias been 
hampered to a very great extent by the lack of a susceptible small 
laboratory animal. Up to the present all efforts to infeed the guinea- 
pig, rabbit, rat, and mouse have been quite unsuccessful. It was, 
therefore, decided to procure one or more strains of the typhus group 
of rickettsias, which are pathogenh*. for guinea-pigs, to serve as a 
positive (iontrol for certain technique and experimental methods. 
During the course of this work other rickettsias were encountered 
and ultimately were compared with a strain of fievre boutonneuse 
kindly siijiplied by Dr. Balozet of Tunis. The present series of 
papers is presented to record the observations that have been made, 
in the hope that the data may be of value in helping to clarify the 
somewdiat confused position of the South African rhhettsias in the 
current literature. 


A. Strain Aptleton 

On May 5th, 1930, an assistant reported that a dog, belonging 
to him, had developed biliary fever and made a request for the 
animal to be treated. The history supplied was that 9 days pre- 
viously tlie dog, a smooth-haired Fox Terrier puppy about 8 months 
old, had accompanied the owners to a picnic held on the banks of a 
river some sixteen miles north of Pretoria. During the following 
w^eek many partially engorged ticks were noticed on the animal; 
these were removed from time to time by hand and were destroyed 
without identification. The dog then became ill; the symptoms 
described were listlessness anorexia, anaemia, and fever. In spite 
of the history, which strongly supported a diagnosis of infection with 
Piroplasma eanis, treatment was refused pending an accurate 
diagnosis and the owner was instructed to submit bloodsmears on 
the following day. A thorough examination of these preparations, 
stained by Oiemsa, failed to reveal the presence of any piroplasms, 
nor was any sign of anaemia apparent. The owner w^as then in- 
structed to present the dog for clinical examination. The puppy, 
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when seen the following morning, was in good condition but dull 
and disinclined to run about ; temperature 103 *5^ F. ; respiration 
slightly accelerated; pulse rapid, full, and not bounding; conjunc- 
tiva pink; urine normal; slight watery discharge from the eyes and 
nostrils; in addition it was reported that the patient had vomited 
several times during the night and had developed diarrhoea. Blood- 
smears were taken and revealed the presence of an occasional baso- 
philic and polychromatic erythrocyte but no piroplasms. In the 
afternoon the temperature had risen to 105® F, so blood was taken 
from the jugular vein and injected, in 3 c.c. amounts, intraperi- 
toneally into ea(*h of 3 guinea-pigs. The dog was returned with a 
tentative diagnosis of distemper and symptomatic treatment pre 
scribed. Two days later it was reported that the dog had made an 
uneventful recovery. 

The following is the history of the inoculated guinea-pigs: — 

1. Guinea-pig 1 showed a sharp rise in temperature to 105® F. 

on the afternoon of the 4th day; on the following morning 
the temperature had returned to ±103® about which level 
it fluctuated for 7 days when the animal was killed by 
ether anaesthesia and a saline emulsion of the brain 
divided equally between two guinea-pigs by in tra peri- 
toneal injection. 

2. Guinea-pig 2. — The temperature fluctuated slightly below 

103® F. for 10 days and then rose to 104® F. As the 
guinea-pig appeared to be somewhat dull and flaccid it 
was killed and the brain injected intraperitoneally into 
two more guinea-pigs. 

3. Gvineorpig 3. — During a period of 4 weeks, showed no rise 

in temperature nor apparent departure from normal health 
and was discharged. 

Post-mortem examination cTf the two sacrificed guinea-pigs 
showed no abnormality other than a slight but definite enlargement 
of the spleen. 

All four guinea-pigs of the second generation showed a marked 
febrile reaction reaching a maximum of 105*2® F. after an incuba- 
tion period of four days. They were killed on the 10th day after 
injection when the temperature showed a tendency to drop and the 
condition, subsequently shown to be due to a rickettsia (see Part 2), 
was maintained by brain-peritoneum sub-inoculation. 


B. Strain “ Hare 

On August 1st, 1936, a grey hare {Lepus saxatilis) was shot on 
a farm in the neighbourhood of Premier Mine in the Pretoria Dis- 
trict. The hare was placed in a large china basin overnight and 
on the following morning the ticks which had detached were 
collected. A total of 12 partially engorged nymphae, identified as 
Hyalomma aegyptium var, impresmm, were placed on the back of a 
guinea-pig being confined by a wire gauze cage held in position by 
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adhesive calico. Only 5 ticks attached and engorged to repletion, 
the remaining 7 being found dead in the gauze cage; engorgement 
was completed in 8 days (5.8.Ji6 to 13.8.f3G). The guinea-pig showed 
no febrile reaction but from the 7th to 9th day after the attachment 
of the ticks it was noticed to be dull. On the 9th day it was killed 
by ether anaesthesia and a saline emulsion of the entire brain was 
div^ed between two guinea-pigs, the inoculum being given intra- 
peritoneally. Both guinea-pigs developed a febrile reaction after 
an incubation period of 4 days and the disease, subsequently shown 
1o be due to a rickettsia (see Part 2), has been maintained by brain- 
peritoneum inoculation from that time. 

C. Stwain “ Hobehtson (Tick Bitk Feveti.) 

This strain wa.s obtained from Dr. J. H. S. (lear of Uie South 
African Institute for Medical Research, Johannesburg, who in 
collaboration with Dr. Bevan (1936) has published a preliminary 
report on the disease in man. It was isolated from the, blood of a 
human patient who became ill after being associated with the de- 
ticking of dogs. According to (lear (personal communication) con- 
firmed by a limited number of (‘loss-immunity tests by us, the strain 
is imniunologically identical with several other strains he isolated 
from human cases on the Witwatersrand. Moreover, Gear and 
Douthwaite (1939) reported complete reciprocal cross-immunity with 
an additional strain isolated from a dog tick Ilaemaphysalis learhi, 

D. Strain Rat Typiics. 

This strain also w^as obtained from Dr. Gear. Originally it was 
isolated by Dr. M. F. Finlayson, Public Health Laboratory, Cape- 
town, who supplied the following particulars: — 

“ The strain of rat typhus which I gave to Dr. Gear was 
isolated from the brains of w’ild rats (*aught on a farm in the 
Klein Drakenstein aiea near Paarl in November, 1935. A 
case of typhus had ocfuirred on this farm and I saw^ the (;ase 
in convalescence but was unable to isolate virus from the 
blood. Apparently a focus of rat fy])hus infection occurs in 
this area as three years earlier a case occurred near Paarl and 
a strain of murine typhus was isolated from rais by Dr. 
Rhodes. My strain and that of Dr. Rhodes appear to be 
identical by cross-immunity tests and reactions. The strain 
has been passaged in guinea-pigs at ten-day intervals until 
recently when it was discontinued voluntarily. Takes have 
been most regular and I have no reason to believe that the 
strain has altered in virulence .since its isolation.*^ 

E. Fievre boutonneuse. 

The strain of fievre boutonneuse was isolated from ticks, 
Rhipiceph4jUus sanguineus, kindly supplied by Dr, L. Balozet of the 
Pasteur Institute, Tunis. The ticks, which had been collected from 
dogs, were forwarded by ordinary mail in what appeared to be a 
section of bamboo or cane plugged wdth cork. 
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To establish infection in guinea-pigs two methods were adopted : 

(a) Intraperitoneal injection of saline emulsion of whole ticks. 

(b) Feeding ticks. 

(а) hijection of tick emuUioiu — This was the method adopted 
with success by Pijper and Dau (1936). Before^ emulsification the 
ticks were washed in ether for several minutes (ether changed twice) 
then in sterile saline (changed 4 times); they were then ground up 
with sterile precautions in a mortar, the requisite amount of saline 
being added in small quantities from time to time. To eliminate 
coarse particles the emulsion was spun lightly at 1,500 revs, per 
minute for 1 minute and the supernatant fluid was immediately 
injected intraperitoneally into guinea-pigs. The guinea-pigs were 
temperatured twice daily and subinoculations were made at any time 
between the 7th and loth day when a febrile reaction appeared to 
warrant it. For subinoculation an emulsion of brain only was used, 
Ihe dose for each guinea-pig being not less than one-quarter of a 
brain. 

Altogether 3 attempts were made to establish a strain in this wa> 
without success, as follows: — 

1. On 11.10.37 200 completely or partially engorged nymphae, 

immediately on arrival from Tunis, were emulsified and 
divided among 6 guinea-pigs. Serial passage through 
guinea-pigs was carried out for 11 generations without 
establishing infection, and the attempt was abandoned. 

2. On 13.11.37 it was found that 50 nymphae, which bad 

been maintained in a constant humidity (80 per cent.) 
and temperature (80® F.) room, had recently moulted to 
adults. These ticks were fed on 4 guinea-pigs; after 
being attached for 5 days (i.e. partially engorged) they 
were removed, emulsified and the emulsion divided intra- 
peritoneally among 4 guinea-pigs. Subinoculations were 
carried out in the usual ‘manner for 4 generations but 
infection was not established. 

3. On 2.12.38 an emulsion of approximately 50 adults and 

nymphae of a second batch of ticks received from Tunis 
was divided intraperitoneally among 3 guinea-pigs. On 
the 5th day after injection one of these guinea-pigs com- 
menced a febrile reaction, which attained a maximum of 
105*2® F. on the 8th day when the brain was sub- 
inoculated into 4 guinea-pigs. All the guinea-pigs of ihe 
second generation succumbed to peritonitis as a result of 
bacterial infection. 

(б) Feeding Tich * — On 11.11.37 about 12 adults were placed on 
the backs of each of 5 guinea-pigs. The ticks attached readily. All 
the guinea-pigs showed a slight febrile reaction between ihe 6th 
and 10th day after tick infestation though only in one case did the 
temppature rise above 105® F. Two, which showed the most severe 
reaction, were subinoculated on the 10th and llth day respectively, 
with the following results: — 

1. All three guinea-pigs succumbed to peritonitis of bacterial 
origin. 
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2. Both ^uiuea-pi^s coininenced a febrile reaction on the 6th 
day after injection, the temperature risinj? to a point 
above 105® P. on the 9th and 10th day respectively. Both 
guinea-pigs were destroyed for serial passage on the 10th 
day and the disease has been maintained by serial bram- 
peritoiieum inoculation. 

Comment , — The demonstration of rickettsia in smears prepared 
from the tunica vaginalis of the testes has indicated that a rickettsial 
infection is being maintained. Morphologically these rickettsias 
closely resemble those described by Hass and I’inkerton (1936). In 
spite of this it is admitted readily that there is no diretjt experimental 
evidence to prove that the rickettsia infection isolated is that to which 
the name hevre boutonneuse has been applied in the literature. 
However, there is little reason to doubt the contention for the follow- 
ing reasons: — 

1. Balozet informed us that no strain of fievre boutonneuse is 

maintained in guinea-pigs in the laboratory at Tunis. 
Whenever a strain is required for experimental iiurposes 
it is isolated from ticks (7^. mnguinevs) collected from 
dogs at the Institute. It is from these ticks that our 
strain was established. 

2. We have carried out sufficient work at Onderstepoort, in- 

volving the serial jiassage of guinea-jng brain material 
in guinea-pigs to be reasonably certain that the available 
stock of guinea-pigs do not harbour a transmissible 
rickettsial infection. 

For these reasons we have not hesitated to labe’l the strain 
‘‘ fievre boutonneuse It is quite possible that minor differences 
in respect of some properties may be established when compared with 
other strains described in detail in the literature but for the purpose 
of these studies the ??orth African strain was the one which could be 
most easily obtained. 


Summary. 

Details are given of the origin and methods of isolation of five 
strains of rickettsia. 

1. Strain “ Appleton from a dog. 

2. Strain “ Hare ’’ from ticks Hgaloinma aeynpiivvi collected 

from a hare (Lepus 

3. Strain “ Robertson ” (Tick-bite fever) from a human 

patient. 

4. Rat Typhus from a rat. 

5. Fifevre boutonneuse from ticks (Rhipicephalus sangtiinevs) 

collected from dogs in Tunis. 

Bibliography. 

See conclusion of Part IV. 
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Studies of the Rickettsiae of the Typhus- 
Rocky - Mountain - Spotted - Fever 
Group in South Africa. 

11. — Morphology and Cultivation. 


By E, A. ALEXANDER and J. H. MASON, Section of 
Pn)tozoology tuicl Virus Diseases, Onderstepoort . 


In the previous article (this journal) details were given of the source 
and method of isolation of hve strains of rickettsia. These strains 
have been maintained either by serial passage in guinea-pigs, or by 
cultivation on the chorio-allantoic membrane of the (diick embryo, 
or by both methods. In this paper the microscopic appearance of 
the scrotal exudate and method of egg-membrane cultivation will 
be des<Tibed and the morphology of the ricikettsias compared parti- 
cularly in view of Pinkerton’s classification of this group of 
organisms. (Pinkerton 193().) 

TwTiNiorK. 

Smears of the exudate were made by scraping the surface of 
the retracted testicle, or the tunica vaginalis of the scrotum firmly 
but gently wdth a sharp scalpel, transferring the resulting fluid 
material to the edge of a clean glass slide and then drawing -the film 
in the usual way. Similar preparations were made from the surface 
of the spleen and the parietal peritoneum. 

Smears were fixed with May-Wriinwald and stained with 
Giemsa (2 drops of Hollborn's Oieinsa per c.c. of M/500 phosphate 
buffer pH 7 4 for 30 minutes). Differentiation in dilute acetic acid 
was not done but the stained films were washed very thoroughly in 
running water before being dried for examination. For the demon- 
stration of intranuclear rickettsias it was found advantageous to 
differentiate overstained preparations by exposure to diffuse sunlight 
for several days. In our hands T^epine’s or Castaneda’s stains were 
found to be quite unsatisfactory, but later a staining method recom- 
mended by Pinkerton (personal communication) has been used with 
success. Since no reference to the method has been noticed in the 
literature up to the present time the technique is detailed with due 
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acknowledgement of the source. Smears are fixed by very gentle 
heat fixation or preferably only by thorough air drying. Stain with 
0*25 per cent, aqueous solution of basic fuchsin for 3 to 5 minutes. 
Pour off the stain and without washing decolorize with 0*5 per cent, 
citric acid for about 5 seconds. Wash in water and counterstaiii 
with 1 per cent, aqueous methjdene blue for 10 seconds. It is prefer- 
able to filter the basic fuchsin on to the slide through filter paper 
and to apply the citric acid from a pipette. The rickettsias stain 
bright red, the cellular material blue. This method has been of 
little value for morphological studies but it has been exceedingly 
useful for the rapid examination of preparations since it is quite 
remarkable with what rapidity rickettsias may be detected and an 
estimate of the degree of rickettsial infection obtained. 

Miciioscopic Appearance of the Exudate. 

The general microscopic picture with all strains was practically 
identical. In the early stages there was a marked increase in the 
number of neutrophiles and eosinophiles followed by a relative in- 
crease in the number of large mononuclear cells other than serosa 
cells. Then serosa cells in various stages of mitosis made their 
appearance, and many were seen with a vacuolated cytoplasm. By 
the end of the sectond day after the commencement of the scrotal 
reaction cellular phagocytosis had commenced. This was always a 
prominent feature and by the time the scrotal swelling had begun to 
decrease it was common to find 4 or 5 c^ells per oil immersion field 
literally crammed with erythroctytes, neutrophiles or eosinophiles 
and even containing monocytes. As the reaction passed off 
the degree of promiscuous phagocytosis decreased, the number of 
polymorphonuclear cells, monocytes, mitotic and vacmolated serosa 
cells progressively diminished until the picture had returned to 
normal. 

Rickettsias could be demonstrated regularly only in the early 
stages of the clinical scrotal reactibn. Before this stage it was rare 
to find them, and later, when cellular phagocytosis was marked, a 
prolonged search was invariably fruitless. This observation is of 
interest in view of the high infectivity of testicular washings in 
the later stages of the reaction. Attention must be directed to one 
peculiarity w*hich was observed constantly and that is the presence 
of a fairly fine, reddish-brown-staining, granular deposit which 
might be so voluminous as to obscure the general picture. The origin 
of this deposit and its nature is quite obscure, but careful control 
showed that it did not originate from either the fixative, the stain 
or the glass slides. 

Morphology of the Rickettsias. 

Strain — Rickettsias were always exceedingly rare 

and could be demonstrated only in the initial stages of the scrotal 
reaction ; even then it was frequently necessary to search through a 
well prepared and properly stained preppation for more than half- 
an-hour before finding 2 or 3 cells cK)ntaining organisms. Typically 
the rickettsias are intracellular ; extracellular forms have been found 
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but it seems probable that this location is due to rupture of cells 
(luring the process of drawing the film. The parasitized cells were 
of tw^o different types: — 

1. A large cell with a large light purple-staining, oval-shaped 

nucleus containing several well-defined nucleoli, i.e., a 
serosa cell. 

2. A smaller cell with a more compact darker-staining and 

usually indented nucleus, i.e., a monocyte. 

The exact nature of the cells w^as not determined either by supra- 
vital staining or by the injection of India ink. 

The rickettsias were never clumped together nor aggregated 
in the form of large masses of organisms to distend the cytoplasm 
or displace the nucleus. On the contrary they were irregularly 
scattered throughout the cytoplasm in numbers which permitted 
easy counting, the usual number being 6 to 14 though 30 or more 
have been found. (Cf, Plate 1, fig. 1 and lA.) In spite of a very 
careful search, intranuclear organisms have never been seen in 
preparations from the guinea-pig. The morphology of individual 
organisins is typical. In stained smears the colour tends to the 
bluish side of purple and there is a characteristic “ soft ’’ appear- 
ance in contrast to the “ hard ” metallic lustre of granules of the 
polymorphonuclear cells. Usually the shape is lanceolate but all 
forms varying from paired cocci to elongated bacilli have been seen. 
No tendency to chain formation was observed at any time. Attention 
must be directed to the observation that, surrounding the large 
majority of individual rickettsias, there is a clear unstained halo of 
variable width; recognition of this halo is frequently of great assist- 
ance in identifying the organisms though it must be stated that 
whenever a typical rickettsia is seen there is seldom any doubt as 
to the identity. 

Rickettsias have been found more constantly in preparatiors 
from the testis but they have been present in peritoneum and splee 
surface films. 

StrauiA ‘‘ Appletori ”, “ Uohertson ” and Fievre hovUmncvse . — 
As regards the frequency of the organisms, their localization and 
morph(»logy, these strains were identical with strain ” Hare ” in all 
respei'ts. 

Strain Hat Tj/phns. — In striking contrast to the scarcity of the 
organisins found in the exudate of guinea-pigs infected with strain 
” Hare ”, with the rat typhus strain, infected cells were frequently 
found in enormous numbers. Although the best preparations have 
been obtained during the early stages of the scrotal reaction infected 
cells have been found up to the 7th and 8th day. The typical loca- 
tion is intracytoplasmic although numerous organisms were extra- 
cellular, again undoubtedly due to mechanical factors. Only one 
type of cell has been found parasitized, viz., serosa cells, and 
rickettsias have not been found in monocytes or neutrophiles except 
under conditions certainly related to mechanical and traumatic 
factors. Within the serosa cells the rickettsias show a decided 
tendency to be aggregated in clusters or colonies; this 
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tendency is exemplified iu plate 2 , fig. 3, which illustrates a cell 
containing a limited number of organisms yet the clumpinjj is well- 
defined. Typically an infected cell is crammed with rickettsias 
(plate 2 , fig. 5) so much so that the outline of the cell and the 
nucleus is distorted. Such cells may be picked out easily under low 
magnification since the distended dark blue cytoplasm is conspicuous. 
The rickettsias stain a delicate bluish purple and morphologically 
give the impression of being longer and finer than rickettsias of 
strain “ Hare In the early stages of the reaction when indi- 
vidual cells contain only a limited number of parasites there is a 
definite tendency to chain formation so that one may pick up cells 
containing a thread-like network of rickettsias. As proliferation 
advances the organisms tend to become smaller so that when they 
are most numerous they take on a diplocoecal or cocco-bacillary form. 
The morphology of individual organisms can be studied best by 
observing the extracellular forms. Usually these are in pairs con- 
sisting of two delicate rods separated by an unstained space of 
variable size, though frequently there is no intervening space so 
that a single bacillary form is found. The ends are usually rounded 
though they may be lanceolate. In the majority of cases the pairs 
are in a straight line but they may be bent at any angle and occa- 
sionally crescent forms are seen. Never have any intranuclear 
rickettsias been observed although parliciilar attention has been 
paid to this point. 

Again rickettsias were found in greatest numbers and with 
greatest regularity in preparations from the tunica vaginalis of the 
testes; usually they could be demonstrated on the testes before being 
seen in films from the peritoneum or spleen surface. It may be 
stated generally that the order of their appearance was first on the 
testes, then on the peritoneum and then on the spleen and that they 
disappeared in the same rotation. 

Cultivation on the Chorio-ajllantoic Membmane of the 
CincK Embryo. 

Apart entirely from reports on the application of tissue culture 
methods to the cultivation of the rickettsias of the typhus — Roc^y 
Mountain spotted fever groups of disease, the literature contains 
several references to the use of the chorio-allantoic membrane of the 
developing chick embryo as a culture medium. Zia (1934) reported 
the cultivation of European and Mexican typhus rickettsias through 
3 generations and came to the conclusion that there was very little 
hope of applying the method to mass production for vaccine purposes. 
Da Gunha (1934) cultivated the Sao Paulo typhus rickettsia, demon- 
strated the presence of organisms in membranes of the second 
generation, and showed their infectivity for guinea-pigs. Bengtson 
and Dyer (1935) cultivated the virus of Rocky Mountain spotted 
fever on the chorio-allantois through 20 passages without diminution 
in virulence for either the embryo or guinea-pig and described the 
lesions produced in the membrane and the morphology of the 
rickettsias. On the other hand, Pijper and Crocker (1938), failed to 
obtain any multiplication of tick-bite fever rickettsias on egg mem- 
branes. They point out that no serial transfers from egg to egg 
were made, and it will be seen below that this omission was probamy 
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the cause of their failure. The technique of Barykine, Kompanesy, 
Botcharowa and Baver (1938) who recommend injecting* infective 
material into the yolk sac of 3 to 4 day old embryos, has not been 
investigated up to the present time. In the present report details 
are given of the cultivation of 4 strains of rickettsias. 

Technique , — The technique of inoculating the eggs was that 
described for similar' studies on the propagation of the neurotropic 
virus of horsesickness (Alexander 1938). The inoculum used for 
seeding was a saline emulsion of scrapings from the tunicia vaginalis 
of guinea-pigs sacjrificed at a stage slightly before the height of the 
scrotal reaction. In some cases this reaction was marked, in other 
cases barely detectable, and on two occasions the inoculum was pre- 
pared at a time when a reaction, had it occurred, could reasonably 
have been anticipated; yet in every instance a successful series of 
cultures was initiated without undue difficulty. The eggs c.ontaining 
8 to 10 day old embryos were incubated at approximately 33^ C. 
(91*4® F.) for from 4 to 0 days. A lower temperature could not be 
used because, particularly in the summer months, the 'laboratory 
temperature rises to 33® (J. or higher. An incubation temperature 
lower than that usually employed for bacteriological purposes was 
used because of the experience of other workers on cultivation by in 
vitro methods and also because it was early apparent that betler 
results were oljtained. The low temperature may account for some 
mortality of the embryos but the pro(*edure was entirely practical. 
Material for transfers was prepared by emulsifying pieces of mem- 
brane about 1*0 cm. square selected from two eggs from the site of 
inoculation. The pieces of membrane were minc.ed finely with 
scissors, then ground up with the roughened end of a glass rod with- 
out (he addition of sand and before adding 25 c.c. of sterile saline. 
The emulsion was not clarified by centrifugation because the particles 
of membrane quickly disperse either to the surface of the fluid or the 
bottom of the tube so that it was possible to remove turbid fluid 
free from any conspicuous particulate matter from the middle por- 
tion. The sterility of each inoculum was tested by seeding 0*5 c.c. 
on to ordinary agar and incubating for 2 days at 37® C. Tests for 
rickettsial infectivity were carried out by inoculating guinea-pigs 
intraperitoneally. Usually 6 eggs were seeded with each inoculum 
(dose 0-2 c.<-.) at every transfer and it was found essential to run a 
series in duplicate to minimize the risk of total loss from bacterial 
contamination. It is necessary to emphasize that it is far easier to 
carry on a series of cultures where the embryo itself is used as a 
source of virus. A slight bacterial contamination in the majority of 
cases appears to remain localized on the membrane, absorption of 
the virus is not interfered with and a sterile embryo emulsion is 
the outcome; on the other hand, it is apparent that the bacteria con- 
tained in a contaminated seeding fluid find the membrane a suitable 
medium (for propagation) and in this work many cultures had to be 
abandoned. 

The technique of preparation of impression smears of the mem- 
branes was that described by Bengtson and Dyer (1935). A portion 
of the membrane at the site of the inoculation was excised, placed 
ectodermal side down on a clean glass slide, and covered with a 
strip of blotting paper over which was placed another slide. The 
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two slides were clamped together by means of a stout binder clip 
and gently flamed. The blotting paper was then removed leaving 
an impression of ectodermal cells behind and a second glass slide was 
placed in apposition to the remnant of membrane adhering to the 
blotting paper. In this way it was possible to make 3 preparations 
from each membrane. 

The Lesion on the Membrane . — Since the gross macroscopical 
lesion appeared to be identical in the case of all the strains of 
rickettsias cultivated, a single description will suihce. It was not 
possible to follow the development of the lesion in any particular 
egg as the window method of seeding was not used but during the 
coiirse of the work eggs were opened at different stages so that an 
accurate conception of the typical picture has been obtained. 

In the early stage of infection (2nd day) the membranes lose 
their smooth, glistening, and transparent appearance and show the 
presence of a variable number of opaque areas, pin-point in size. 
It was found that the number of opaque spots was quite inc^onstant 
in different eggs seeded at the same time with the same emulsion and 
opened simultaneously, although it is admitted that had considerably 
greater care been taken to prepare a uniformly disperse inoculum, 
this discrepancy might not have occurred. However, the impression 
has been gained that in spite of refinement of technique, it would 
be exceedingly difficult to obtain uniform and constant multiplica- 
tion of rickettsias in different eggs, and consequently the number of 
lesions per membrane would be variable. Tjater (3rd and 4th day), 
the opaque spots have increased in size but there appears to be little 
uniformity, minute pin points and areas of opacity being e%udent 
at one and the same time. Still later (the 4th and fith day) the 
opacity has become confluent so that after removing the egg shell 
and shell membrane it is not possible to see the structure below. At 
this stage the membrane is thick (fully 2 mm.), moist and oedema- 
touB and when removed may have the ai)])earancc of a piece of 
gieyish-white opaque jelly. In hbout 10 per cent, of cases it was 
noticed that a white amori)hous powdery material accumulated on 
the ectodermal surface; its nature or significance is not known bid 
il. bore no connection with bacterial contamination and was not 
(‘orrelated with abundance of demonstrable ri(*kett.sias. Afler tlie 
death of the embryo the membrane takes on a dry, greyish, crinkled 
appearance. 

Infection wdth the rickettsias studied destroys the embryo. In 
the case of the rat typhus strain approximately 40 per cent, of the 
embryos were dead on the 6th day after seeding, the majority were 
dead on the 7th day and it was rare for any to survive 8 days. It 
may be argued that at least the late deaths was the result of incuba- 
tion at an unfavourably low’ temperature, (control eggs, however, 
seeded with either saline or non-infective emulsion frequently sur- 
vived for longer than 8 days, although in some experiments there was 
a mortality of 30 per cent, on the 8th day. Further, in the case of 
the “ Hare “ Robertson ” and fiivre hovfonneuse strains, embryos 
commenced to die on the 4th day and it was rare for any to survive 
6 days. Therefore it is apparent that in the case of these strains at 
least, the organisms and not the unfavourable hatching conditions 
were the cause of death. 
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It is necessary to mention that when initiating a series of egg 
cultures the results obtained with the first few generations are some- 
what disappointing. In the majority of cases the control guinea- 
pigs inoculated with membrane emulsions comprising the first, 
second, or even the third generation either failed to react and later 
were found to be susceptible or showed an indefinite thermal or 
scrotal reaction and later were found fo be immune or susceptible. 
Although the early generations might be non-infective for guinea- 
pigs and rickettsias not demonstrable in the impression preparations, 
later generations of the same series might be virulent and yield 
smears showing many organisms. Therefore it was always neciessary 
to continue subinoculations for at least 3 generations before deciding 
if the attempted cultivation had been successful or not. After a 
strain had been “ adapted to eggs it was simple to alternate from 
guinea-pig to egg, the first generation on membranes always proving 
fully infective. 

Morphology and Characteristics of the Rickettsias. 

Strain “ Hare — Typical rickettsias were found in all genera- 
tions from the 4th onwaids, though the number of rickettsias in 
preparations from different eggs varied within very wide limits. 
Moreover, in many smears organisms were localized in definite small 
areas as if they had been present in isolated nodules. 

Morphologii^ally there was no difference between the organisms 
seen in membrane smears and those found, in tunica smears from 
guinea-pigs except that the greater number present emphasized the 
extreme pleomorphism. No difficulty was ever experienced in iden- 
tifying the bacdllary forms but care has to be exercised in differen- 
tiating coccal, diplococcal, and cocc.o-bacillary forms from the 
granules of the immature polymorphonuclear cells which appear to 
aggregate at the site of multiplication. However, the rickettsias 
stain a delicate bluish purple and invariably are surrounded by a 
more or less distiiH’i halo while cell granules stain reddish in colour 
and have a metallic lustre. In spite of these criteria many granules 
were seen about which there exists a definite doubt; the large 
organisms referred to by llengtson and Dyer (19*15) were encountered 
but no decided opinion as to their identity or significance can be 
exprewssed at present. 

In some preparations rickettsias were exceedingly numerous 
(many hundreds per field) but this was the exception. Typically they 
were not particularly frequent and a good preparation was considered 
one that contained 5 or G infected cells per field over a number of 
separate areas each limited to about 20 fields in extent. In at least 
20 per cent, of preparations it was not possible to demonstrate 
rickettsias at all, yet an emulsion woubl prove highly infective for 
guinea-pigs. The reason for the variation in the number of organisms 
in smears from different membranes is not known; it is unlikely to 
be associated with the somewhat cTude method of preparing the 
impression. 

The majority of rickettsias are intracellular or are seen in the 
vicinity of a ruptured cell; on the other hand, in a good preparation, 
large numbers may be found scattered amongst intact cells. In the 
cytoplasm of infected cells they were rather more numerous than in 
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guinea*pi^ preparations (up to 100 per cell) but they were always 
scattered in a disorderly manner and there was no tendency for them 
to be aggregated into clumps (plate figs. 1 and lA). However the 
important feature is that intranuclear forms were common (plate 1 , 
fig, 2A), although the intracytoplasmic forms were by far the more 
frequent. The number of rickettsias within the nucleus varied from 
a single individual to a crowded mass which distended and distorted 
the nucleus. Morphologically they did not differ from the extra- 
nuclear forms though it will be appreciated that recognition of the 
smaller forms was exceedingly difficult. Unless the staining is good 
and carried out at a pH not more acid than 7 ‘4, identification within 
the nucleus is difficult and f^reat care must be taken with the exami- 
nation. Later the use of Pinkerton’s stain greatly facilitated deter- 
mination of the intranuclear habitat. When the number of intra- 
nuclear parasites is limited, a well-defined halo is fre()uently evident 
thus giving the appearance of a small bacillus lying in an unstained 
hole in the nuclear chromatin; small numbers may lie in apposition 
to one another in a manner suggesting division by binary fission; 
when large numbers are crowded together the halo is obscured and 
the general picture is that of bluish-purple rods lying between or 
embedded in the reddish chromatin. The only tendency to the 
formation of groups or clusters of rickettsias has been in the c.ase of 
the intranuclear forms ; these infected cells may be picked out under 
low magnification owin^ to the decided bluish colour of the nucleus. 
This intranuclear localization was a striking feature. 

Three attempts have been made to determine the effect of long 
continued passage upon the virus but unfortunately the procedure 
has been abandoned on each occasion owing to bacterial contamina- 
tion, once at the 9th, once at the 11th, and once at the 16th sub- 
culture. All generations from the 6th to the IGtli.were fully virulent 
for guinea-pigs and rickettsias were demonstrable in the impression 
smears. It is worthy of note that on many occasions an emulsion of 
contaminated membranes has produced the normal febrile and scrotal 
redaction on intraperitoneal injection into guinea-pigs, and that 
smears showed rickettsias intermingled with the easily recognizable 
cocci or bacilli. All attempts to separate rickettsias from contami- 
nants by dilution methods either in the guinea-pig or on eggs have 
proved unsuccessful. 

The reaction produced by membrane virus in guinea-pigs 
differed from that produced by infective guinea-pig brain in the 
course of routine passage only by the significantly shorter incubation 
period and the more constant incidence of a well marked scrotal 
reaction (practicallly 100 per cent, in sexually mature guinea-pigs). 
This is almost certainly due to the lar^e number of infecting doses 
contained in the membrane emulsions; in serial dilution expenments 
to determine the infective titre, the guinea-pigs which received the 
bii^her dilutions reacted in a manner identical with that of the 
guinea-pig passages animals. On several occasions it was found that 
injection of a dilution representing 1 in 12,000 of the original 
membrane was infective. It should be mentioned that guinea-pigs 
which receive higher dilutions may show no clinical reaction yet on 
immunity test may or may not be found to be immune (subclinical 
or inapparent infection). 
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The effect of passage on eggs appeared to result in an increase 
of virulence for the embryo. In the early generations subculture 
(^ould be delayed until the 0th day after seeding; laler it became 
necessary to subculture on the 5th day and the reason why at least 
one of the laie generation cultures was lost was that all embryos 
were found dead on the morning of the 5th day though ihey had 
appeared normally active on candling the previous afternoon. 

Portions of membrane some distancje from the site of inocula- 
tion, i.e., membrane not included in the artificial air sac, were found 
to be infective though the reaction produced indicated that a large 
quantity of virus was not present. Similarly an emulsion of an 
embryo produced a mild reaction without scrotal involvement in 2 
guinea-pigs which were found to be immune 4 weeks later. 

Strain. “ lioherUon — ^The behaviour of this strain on eggs was 
practically identical with strain “ llare Morphologically the 2 
rickettsias in impression smears are indistinguishable and some beau- 
tiful preparations demonstrating the intra-nucdear forms were 
obtained. 

It has been shown in anolhcr publication (Part 111, this journal) 
that this strain of rickettsia is maintained in guinea-pigs with some 
difficulty, that the reactions produced by infective brain material 
are sometimes indefinite w^ith a low percentage involvement of the 
scrotum and testes, and that inapparent . infections are frequent. 
On the other hand egg-membrane virus proved highly virulent for 
guinea-pigs, produced a well-marked febrile reaction with a short 
incubation period (•*} days) and a high percentage of scrotal lesions 
(about 70 per cent, in mature guinea-pigs). A noteworthy feature 
was the ra])idity with which the scrotal lesion developed. Slight red- 
ness, swelling and (oedema only might be noticed in the morning and 
yet by midday oi- the early afternoon the reaction would be pro- 
nounced. If anything strain “ lloberlson '' proved more virulent 
for the embryos than strain “ Hare ” so that sub-culture on the 4th 
day was necessary on many oc<‘asions. 

Strain “ Appleton — This strain had been abandoned before 

the egg-membrane culture ie(*hnique had been perfected. 

Strain “ Fierre houionnevme — ^^Fhe behaviour of this strain 
was identical in all respects to strain “ Eobertson 

Strain Hat Typhus , — The murine strain of rickettsia was found 
to multiply yirolifically on the chorio-allantoic membrane. The 
initiation of cultures appeared to be somewhat more difficult than in 
the case of other strains. On two occasions testicular washings which 
were shown to be highly infective for guinea-pigs failed to establish 
infection on eggs. Further, in successful series before rickettsias 
could be demonstrated and before control guinea-pigs showed well- 
defined reactions it was necessary to carry out at least three egg-to- 
egg transfers. 

The morphology of the rickettsias did not differ from that seen 
in preparations from guinea-pig tests, but again the rather more 
numerous organisms emphasized the extreme iileomorphism. Coccal 
and diplo-coccal forms, some so small as to be just within tlie range of 

33 



STUDIES OF THE RICKETTSIAS II. 


visibility, were common but the bacillary forms were also numerous. 
A consideration of the photo-micrographs indicates the intracyto- 

J dasmic habitat but, what is more important, shows very cleply the 
ormation of masses of innumerable intracellular organisms in 
marked contrast to the irregular scattering of the other strains. 
Further it is of the utmost importance to emphasize that in spite of 
a very careful search through hundreds of preparations intranuclear 
forms were never observed. Individual organisms were seen lying 
on top of a nucleus but in every case it was abundantly clear that 
the rickettsias had been superimposed mechanically. 

Four attempts were made to determine the effect of continued 
serial passage. A series of temperature curves is shown (Chart I) 
which illustrates the tendency to die out on repeated sub-culture. 
These charts indicate the reactions produced in guinea-pigs by a 
strain which, first having been adapted to the chorio-allantoic*. mem- 
brane, was then jmssed through one generation in guinea-pigs before 
being transferred back to eggs. A consideration of the charts shows 
that the second generation on membranes produced a severe reaction 
characterised by a short incubation period and a marked scrotal 
reaction. The 9th generation was infective but the incubation period 
was considerably lengthened and the degree of scrotal swelling was 
less. The 11th generation culture produced a slight febrile reaction 
which was delayed, and no scrotal lesion. While generation 13 was 
again infective, generation 16 was avirulent. Generation 18 has not 
been reproduced in the chart but it was non-in fective. On immunity 
test applied 6 weeks after the test injection all guinea-pigs up to 
generation 13 were solidly immune; the guinea-pigs of generation 
16 and 18 were fully susceptible. In addition to the loss of infectivity 
for guinea-pigs, impression smears up to generation 9 consistently 
showed the presence of many rickettsias, though in the latter passages 
there appeared to be a preponderance of minute coccal and cocco- 
bacillary forms. From the 10th sub-culture onwards rickettsias be- 
came progressively scarce and could not be found in passages 13 to 
18 when the experiment was abandoned. 

Out of 4 attempts at serial passage one was abandoned at genera- 
tion 6 owing to bacterial contamination and, in the other three, 
infection died out after the 13th sub-culture. Sufficient work has 
not been carried out to determine with certainty whether this ten- 
dency to die out on serial passage through eggs is a definite charac- 
teristic of the murine strain or whether it represents either an 
inexplicable coincidence or some deficien(*,y in technique which has 
not been appre(;iated. The point is being subjected to further inves- 
tigation, but for the purposes of the experimetnal work involved in 
this study it has been found advisable never to continue a series for 
more than 9 generations, and then to continue with tunica washings 
after 1 passage through the guinea-pig. Moreover, for microscopic 
purposes, impression smears were made from cultures not less than 
generation 3 and not more than generation 9. 

In connection with the effect of the rat typhus strain on the 
embryo itself it must be stated that it appeared to be less virulent 
than the other strains. Subcultures are usually carried out on the 
6th day after seeding and survival of the embryos for more than 7 
days was not uncommon. 
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CHART I. 

1 eviperafvre Reactions m Guinea-pigs Produced hy Egg-7nembra7i€ 
Cultures of Rat Typhus, 



+ “ "4*'f Riietlon. 
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Discussion. 

Apart entirely from the demonstration that the chorio-allantoic 
membrane of the chick embryo constitutes a suitable medium for 
the propagation of rickettsias, the results of the experimental work 
detailed above bring out several points of great interest. 

At first it was believed that the large numbers of organisms 
found in smeais of infec'ted membranes, indicated the application 
of the method not only to vaccine production, but also to the produc- 
tion of antigens for 8in*h purposes as agglutination, complement- 
fixation, and in vitro neutralization tests. It was early apparent 
however that multiplication was too irregular and too inconstant for 
these purposes. It has been shown that the rickettsias studied fall 
into two main groups : — 

I. A group where the organisms in the guinea-pig are easily 
demonstrated as masses within the cytoplasm of serosa 
cells only. On artificial cultivation this tendency to intra- 
cytoplasmic aggregation persists but an intranuclear 
habitat is not assumed. 

II. A group where the organisms in the guinea-pig are nc)t 
only extremely rare but when found are sparsmy distri- 
buted throughout the cytoplasm of both serosa cells and 
monocytes without any tendency to aggregation into 
clumps. On adaptation to multiplication on egg mem- 
branes these rickettsias, although present in much larger 
numbers, again are dispersed throughout the cellular 
cytoplasm but in addition also have an intranuclear 
habitat. Within the nuclei they may be present in aggre- 
gations of uncountable numbers of organisms. This group 
includes all the strains other than rat typhus. 

Minor morphological differences appear to exist between the 
rickettsias of the two groups, e.g. as a rule those of rat typhus appear 
to be rather finer and more delicate in contrast to the rather more 
squat, plumper forms of the other group. These differences in 
morphology, however, cannot be regarded as of equal significance 
to the criteria enumerated above from the point of view of differen- 
tiation. 

In conformity with the views of Pinkerton (1936) it would 
appear that some evidence has been brought forward to place the 
above group II [strains ‘‘ Hare Appleton “ Robertson 
("tick-bite fever) and fievre boutonneuse] into his Rocky Mountain 
spotted fever group and group I (rat typhus) into his typhus group. 
It is obvious that even this broad classification could not be attempted 
without due consideration being paid to other essential properties of 
the virus strains so that a full discussion will be delayed until con- 
sideration of part III of these studies. 

Summary. 

1. The microscopic appearance of the scrotal exudate in guinea- 
pigs infected with each of five strains of rickettsia is described. 

2. The technique of cultivation on the chorio-allantoic membrane 
of the chick embryo is described. 
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PLATE 1. 

3. The morphology of the rickettsias as they appear in the scrotal 
exudate ot the gumea-pig and on the chorio-allantois in described 
and compared. 




1. Kii?. 2. 

Fig. 1.— Strain Hare ” guinea-pig tunica preparation. 

Fig. 2. “-Strain “Haro”, Chorio-allantoic membrane preparation. 



Fig. 1a. 


(Camera lucida drawings of above. 

37 


Fig. 2a. 
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PJ.ATE ir. 




Fig. 3. 4, 

Fig. 3.— Rat Typhus. Guinea-pig tunica. Small number of intrscytnplasmic organism.s showing 

tendency to clumping. 

Pig. 4.— Rat Typhus. Guinea-pig tunica. Intracytoplasmic mass of rickettsias. 



Fig. 6. 

Fig. fi.--Rat Typhus. Membrane culture showing mass of intracytoplasmic rickettoiaa. 

Fig. 6.-Rat Typhus. Membrane culture showing mass of coccal and cocco- 
bacillary forms Cell ruptured. 
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PliATPJ II {continued). 



Fig. 7.— Camera lueida drawing of cell similar to Fig. 5. 



Fig. 8. — (Camera lueida drawing of portion of Fig, G. 
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III. — The Disease in the Experimental Animal. 
Cross-Immunity Tests. 

By 

J. TI. MASON and K. A. AliEXANDElt, Section of Proiozooloj»y 
and Virus Diseases, OiulcrstepooH. 

Is this section, we shall deal with the effect of the various tyi)hus 
strains on the guiuea-i)ijj»*, rabbit, rat, mouse, dop;, sheep, and ox, 
and w’ith cross-immunity tests carried out in the j^uinea-pi^^* and in 
the sheep. 

Eat Tvrni’s. 

/u the Guinea- pit/. 

No difficulty has been experiencetl in maintaining? this rat 
typhus strain in »Ttinea-pi^s by brain to peritoneum passa^‘e eveiy 
ffth or 10th day. 

The type of reaction ])roduced in the f»-iiineu-pijy did not diffej* 
from that described by most workers in the typhus field. The first 
rise in temperature took place usually on the third, fourth or fifth 
day after infection and, generally, the disease (as manifested by 
the temi)erature reaction) was of a more protracted nature than that 
caused by “ Robertson “ Hare " or fievre houtonneuse. In 
common with our experience with the other four virus strains 
employed, a ‘‘saddle-back’’ type of mirve w'as common; the 
initial rise w’as maintained for one or two days and wms followed by 
a lower temperature during the next day or two and then by a 
secondary rise which returned to normal by lysis, (lhart 1 shows 
a composite temperature curve of eight infected guinea-pigs, a 
typical curve of one animal and the reaction produced by an egg- 
membrane culture. The composite chart, although reproducing the 
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Chakt 1. 

lUt tjrphug i» guine&>pigs. 



Composite Chart of 
8 Animals. 


Chart of one 
Animal. 


Chart of Animal 
infected with 
Egg-Mebrane 
Culture. 


H !■■}*+ = Degree of Scrotal Reaction. 
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general trend of the reaction, is not typical; each animal does not 
react to the same degree at the same time, so that a flattening of 
the curve is produced. This point must be kept in mind when 
composite charts are read. No deaths directly attributable to rat 
typhus occurred amon<j the hundreds of guinea-pigs that received 
the virus (brain, tunica or egg-membrane) and, except for the 
temperature and scrotal reactions, the animals looked healthy. 


The Scrotal Leffion, 

In sexually mature, male guinea-pigs, i.e. in those with 

descended, palpable testes, a tumefaction of the S(‘rotuin was an 
almost constant ])henomenon. Of 89 males, 84 (94*4 per cent.) 
showed this reaction and if ad nils only had been inoculated, this 
percec.tage would have been almost one hundred. After 50 sub- 
inoculations (brain to peritoneum) this reaction occurred as regularly 
and as strongly as in the first passage (‘arried out by us. , The day 
of the appearance of the swelling in 38 guinea-pigs was as follows:-- 

JJay on whicdi swelling 

was first noticed 4 5 0 7 8 9 10 

Number of guinea-pigs 

involved 5 15 7 4 5 1 1 

The majority of the reactions were definite by the fifth day after 

infection; those appearing for the first time on or after the seventh 
day were alypical and w^ere associated wdth a lengthened (temperature) 
incubation period. The rapidity wdth which a scrotum could swell 
was remarkable; often only a few^ hours elapsed between a doubtful 
and a “ + -f + ’’ reaction. The maximum enlargement, once reached, 
w^as maintained for from two to four days; thereafter reduction 
occurred, the return to apparent normality occupying from three 
to seven days. 

In character, tlie scrotal reaction in rat-typhus-infected guinea- 
pigs differed somewhat from that produced by the other strains. 
At the height of the reaction, the scrotum was tense, hard, and firm 
aud lacked that fluctuating, oedematous feeling of Ihe swelling 
produced hy “ Hare or “ Robertson As a rule, it was not 
jmssible to force the testicles into the abdominal cavity and, even 
at post-mortem examination, it was frequently impossible to draw 
them out of the scrotum, Ac’tually, on many occasions, it was 
necessary to dissect them out in order to make scrapings from ihe 
tunica. The testicles themselves showed distension and ramiform 
injection of the blood vessels, peteehiae, even ecchyiuoses up to 3 
mm. in diameter, and, not uiieoinmonly, small haemorrhages in 
the polar fat. An exudate, which was fairly copious and fluid in 
the early stages of the rea(*tion, later thickened to form fibrinous 
sheets that covered nearly the whole testicle. These sheets, greyish- 
white in colour, could be scraped off and floated intact in saline. 
The final outcome was usually restHutio-ad-integrinii but, on several 
occasions, some thickening of the scrotum persisted that left the 
testicle hard and attached to the sac, 
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Post-mortem ^ examination . — Apart from the scrotal lesion, the 
only other constant luacroscopieal change was a swelling of the 
spleen, often to two or three times its normal size. Not infrequently, 
a tenacious greyish-white deposit or even a pseudo-membrane covered 
the surface of the spleen and liver. 


In the White Rat, 

No difficulty was experienced in maintaining this strain in the 
rat; 50 animals w’ere used, 12 subinoculations were made and the 
experiment w’as terminated at this point. The brain of a reacting 
guinea-pig was the first inoculum and thereafter the brain of a rat, 
taken on the 8th to the 10th day after infection. At each passage, 
a portion of the rat brain was also inoculated into two indicating 
guinea-pigs. Unless a definite, easily recognizable reaction was 
noted, the guinea-pigs were retained for one month to undergo an 
immunity test. 

Most rats showed a definite thermal rise that began on the 4th 
or f)th day (102® F. to 108® F.) and that was maintained for from 
two to four days, but at no time w’as a scrotal swelling observed. 
Chart 2 is a composite temperature curve of 10 infected rats. 


Chart 2. 

Rat typliUN in rats. Composite chart of 10 rats. 
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Apart from the temperature resictioii, many rats were visibly 
affected by the virus; some were poor, thin or even emaciated, and 
8 died. This debilitating effect was most marked in those animals 
which retteived benzol and olive oil subcutaneously in addition to the 
virus inoculation (see Zinsser and Castaneda, 19*10). In all rats, the 
cJiief post-mortem lesion was an enlargement of the spleen which was 
sometimes three to five times the size of that (»f the normal animal. 
In smears taken from the surface of such an enlarged spleen, 
lickettsias were plentiful and in one prejiaration there were dozens 
of infected (;ells per microscopic field. 


In the 

The disease was passed (brain to peritoneum at 8 to 9 day inter- 
vals) through 1 lots of mice only, the 4th and subsequent passages 
being negative. The mice showed no symptoms or macroscopic post- 
mortem lesions and, as the temperature of normal mice can rise or 
fall several degrees in a few hours, infection could \>e judged only 
by the use of indicating guinea-pigs. 


In the Ihg. 

Durand (1931) showed that murine typhus caused an inapparent 
disease in dogs, that the virus, in some instances, could be recovered 
in gMiinea-pigs from the blood, brain or spleen, and that the Weil- 
Felix reaction became positive (chiefly 0X19). However, the disease 
could not be passaged from dog to dog. Combiesco and Angelesco 
(1933) also set up a maladie inapparente and 14 days later 
recovered the virus from the brain. However, to our knowledge, no 
indication has l)een given that the dog plays a role in the spread 
of typhus. Our results confirm this; in fact, we could do no more 
than demonstrate a survival and translocation of the virus. 

Eight y()ung dogs, obtained from a pound, were used. Dog 1 
(1972) inoculated intraperitoneally with the brain of an infected 
guinea-pig, did not react. Ouinea-pigs which received an intraperi- 
toneal injection of the blood (3 c.c. to 4 c.c.) of this dog on the 4th, 
7th, and Ibth day after the attempted infection did not react and, 
tested later, were not immune. 

Dog 2 (2089) was infected in the same way as dog 1, and, 9 
days later, its brain was removed and a portion injected, intraperi- 
toneaUy, into dog 3 (2093) and into guinea-pigs. Xone reacted. 
After 8 days, the brain of dog 3 was injected into dog 4 (2097) and 
into guinea-pigs without a reaction being produced. Finally no 
reaction occurred when the brain of dog 4 was inoculated into 
guinea-pigs. 

In the e3rd experiment, 4 dogs (1967, 1969, 1970 and 2030) were 
infected with guinea-pig brain by the intrajjeritoneal route. No 
apparent reaction occurred. Table 1 summarizes the results of 
injecting the blood and the brain of these dogs into guinea-pigs. 
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Table 1. 


Thk Infectivity for Guinea-pigs of the Blood and Brain of Rat- 
typhus-infected Dogs, 


Tnoculum. 

Days after 
Infection. 

From DogH. 

Result in 
Guinea-pigs. 


r 

4th 

5, 6. 7. 8 

Positive. 



6th 

5, 6, 7, 8 

Negative. 

Blood: 3-4 c.c. i.p 


10th 

5, 6. 8 

Negative. 



14th 

5, 6. 8 

Negative. 



19th 

5, 6 

Negative. 



7th 

7 

Positive. 

Brain: i.p 


14th 

8 

Negative. 


19th 

1 6 

i 

Negative. 


The foregoing results show that the dog was not easily infected 
with typhus and that the disease could be carried on in it. Virus 
was demonstrable in the blood on the 4th but not on the bth day 
after infection and in the brain on the 7th but not on the 14th day. 


In the Sheep. 

About half of the sheep used reacted with an elevation of 
temperature (see Chart 3) when infective guinea-pig brain was 
injected intravenously, and the disease could be carried on in sheep 
for one passage only, when blood, taken at the height of the 1 hernial 
reaction, was the ino(;ulum. The reaction of the recipient sheep was 
much milder than that of the donor. No symptom, other than the 
temperature, was noticed and in no instance did death 0 (u;ur. 
Attempts to infect guinea-pigs with the blood or brain of sheep taken 
at the height of the thermal reaction were unsuccessful. 

In the Rabbit. 

The effect of the rat typhus and the other virxis strains on tliis 
animal will be discussed under The Weil -Felix reaction 


Hahe.” 

In the Gninen-pig, 

Once established, no difficulty was experienced in maintaining 
the “ Hare strain in guinea-pigs (71 brain to peritoneum passages 
in 20 months at 8 to 10 day intervals), A composite temperature 
curve and a typical thermal reaction are reproduced in Chart 4. 
Usually the first rise was noted between the 4th and 6th days after 
inoculation, was maintained for from 4 to 7 days and slowly, with 
small fluctuations, returned to normal. It was unusual for a 
temperature of 106® F. to be recorded for more than 24 hours; 
generally the fluctuations were between 104® F. and 105® F, No 
symptoms, other than the elevated temperature and a scrotal swelling 
were observed. 
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Chart 3. 

Hat typhus in sheep. 



Tho H'rotal lemon . — In the enrly passnj^es, a serotal swelling? 
occurred very ((iniinoiily in ^uiiiea-piji^s ; of 244 males, 211 (86*5 
per cent.) showed this lesion and probably the percentajye would 
have been higher if fully mature animals only had been used. In 
more recent passapfes, this leaction has been seen in only about flO 
per cent, of cases, although the temperature curve has not varied 
in the slightest degree. The day of the appearance of the swelling 
in M guinea-pigs was as follows: — 

Day on which swelling 

was first noted 4 5 C 7 10 

Ji umber of guinea-pigs 

involved 12 7 0 5 1 (late reactor). 

The enlarged scrotum felt soft and oedematous, and was 
not hard and firm as in rat-typhus-infec.ted animals. Usually the 
testicle could be forced into the abdominal cavity and no thickening 
or hardness remained after the swelling had subsided. At post- 
mortem examination, in the early stage of the disease, the testes 
w^ere hyperaemic and surrounded by a small quantity of greyish 
translucent exudate. Later, this hypermaemia became more marked, 
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but distinct haeinorrhaf^es in the testicle or polar fat were very 
rare. The exudate increased in amount, became viscid in consistency 
and whitish in colour and although flakes about 1 mm. in diameter 
could be scraped from the testicle, fibrinous sheets were not formed. 

Post-mortem ej^aminafion , — ^The remarks made under “ rat 
typhus apply to “ Hare with the reservation that the spleen 
was not usually so greatly enlarged (and oc,(;asionally w^as not 
apparently enlarged at all) and that a deposit on the spleen and 
liver was uncommon. 

Chaet 4. 

“ Hare ” in guinea pigs. Composite chart of 8 guinea pigs (top). Chart of 
one animal (bottom). 
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In the White If at. 

Two attempts were made to adapt the “ Hare ’’ virus to ruts, 
one involviiij^ 7 and the other 5 passages. As with the rat typhus 
rat passages, indicating guinea-pigs w^ere inoculated at each" sub- 
inoculation. Neither the rats nor the guinea-pigs reacted; the latter 
were later shown to be susceptible to a test inoculation of virulent 
brain. 


In the Mouse. 

No success attended tw^o attempts to infect this animal. The 
brains of the ini(!e of even ihe first generation (removed 9 days after 
the intraperitonea 1 inoculation of virulent guinea-pig brain) failed 
to cause a reaction in indicating guinea-i>igs. Subsequent passages 
weie also negative. 

In the Dog. 

One experiment only was carried out in this animal aiid.although 
infection w^as not produced, we do not feel that the result is of great 
value. The pups, reared in tick-free surroundings, received infective 
guinea-i)ig brain intraperitoneally and showed no thermal or other 
reaction. Their pooled blood, taken at different times between the 
Sind and 14th day after the injection did not infect guinea-pigs and 
these animals w^ere not immune at a subsequent immunity test. 
However, a ('onsiderable number of the guinea-pigs died within one 
to four (lays after the blood injection and most of the remainder 
had severe temperature reactions beginning within 124 hours of the 
test. It has been our experience that a guinea-pig which has a non- 
sp(»cific t(»mperature lise of this type does not develop typhus and, 
when tested later, is not immune. The lack of dogs, reared in 
lick-free surroundings, (and in work of thivS kind, it is essential to be 
certain of this point) has prevented our repeating the experiment. 

In the Sheep. 

What has been said about rat typhus in sheep applies also to 
Hare 


In the (Kr. 

A bovine that received the tunica scrapings of a Hare ’’ 
infected guinea-pig intravenously did not react. 

In the Ifahhit. 


See “ Uut typhus 


‘‘ Appleton 
In the Guinea-pig. 

From the start difficulty was encountered in carrying this strain 
in guinea-pigs. A sustained rise in temperature (104® F. and above) 
occurred in about <30 per cent, of animals and a scrotal swelling 
wus infrequent (about 10 per cent.). In an attempt to “ accdimatize 
the virus to guinea-pigs, we fed them on a vitamin-deficient diet 
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(autoclaved oats). This procedure proved to be disadvantageous 
because not only was the reaction no better but the guinea-pigs became 
thin and some died. 


The Scrotal Lesion, 

Although a scrotal swelling was uncommon, it occurred more 
frequently in the guinea-pigs of the earlier than of the later passages. 
The day of its appearance in 29 males was as follows: — 

Day on which swelling 

was first noticed 2 3 4 5 6 7 8 9 

Number of guinea-pigs 

involved 1 6 8 1 7 4 1 1 

In character, the scrotal swelling produced by the Appleton 
strain was similar to that caused by Hare 

The post-mortem lesions were the same as those noted under 
“ Hare 

At the time when we discontinued the passage of this strain 
(65th guinea-pig passage) we had no experience in the use of the 
chick chorio-allantoic-membrane-method of cultivating typhus 
rickettsias. The use of this technique with a tick-bite fever 
(*‘ Robertson ”) and a fiivre houtonneuse strain indicates that an 
egg-membrane culture of Appleton rickettsias would probably 
have produced satisfactory reactions in guinea-pigs. 

In the White Rat, 

This strain was passed through eleven generations of rats (29 
in all), at which stage the experiment was terminated. A period of 
8 to 9 days was allowed to elapse between each passage. A rise in 
temperature to 102® F. or 102*5® F. (from normal of 99® F. to 100® 
F.) occurred on about the 3rd or the 4th day, was maintained for 
from to 3 days and thereafter fell fairly rapidly to normal. 
Indicating guinea-pigs inoculatedT with rat brain at each passage also 
reacted and were immune at a subsequent immunity test. Rats 
living on a deficient diet (autoclaved oats) and/or into which benzol 
and olive oil were injected subcutaneousily, had no better reactions 
than those receiving a normal diet. The only apparent post-mortem 
lesion was an enlargement of the spleen. In Chart 5, a composite 
curve of the temperatures of 14 rats is given. 

Zw the Dog, 

One do^ (1935) inoculated intraperitoneally and another (1936) 
inoculated intravenously with the brain mush of two infected 
guinea-pip showed no thermal or other reaction. As the dogs 
originated from a pound, we have no knowledge of their history; 
they may have been iminune and, as no subinoculations were made 
from them into piinei^igs, we do not know if they underwent an 
inapparent infection. ELowever, it shauld be borne in mind that this 
’ strain originated from a dog, w'hich was suffering, at least, from an 
inapparent infection. 

In the Sheep, 

See Hare 
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Chabt 5. 

“ Appleton in rats. Composite chart of 4 rats. 



“ Robertson.” 

It} the Gvinea~pi(j, 

This, the only tic^k-bite fever strain of human origin with which 
we worked produced reactions (thermal and scrotal) only slightly 
better than those of ” Appleton ” when brain to peritoneum (8 to 
10 day intervals) was the method of passage. As a routine measure 
we used three guinea-pigs per passage and as a rule one of these 
i-eaeted fairly well, one jawrly and one very slightly or not at all. 
The brain of such an apparently non-reacting animal taken on the 
9th day after infection proved, on inoculation, to be just as virulent 
as that of a guinea-pig which had a good reaction. In general, the 
first thermal rise was late, very often not before the Gth or 7th day 
after infection. A temperature much exceeding 105^ F. was seldom 
maintained for more than a day or two and generally the febrile 
period lasted for not more than 2 to 5 days and usually 3 to 4 days. 
Even in sextially mature male guinea-pigs, a scrotal swelling was 
uncommon, and occurred in not more than 10 per cent, of the 
animals. However, in spite of the poor reactions we succeeded in 
maintaining this tick-bite fever strain in guinea-pigs for more than 
a year (46 brain to peritoneum passages). 

With the use of egg-membrane cultures we obtained much more 
definite reactions, both thermal and scrotal. In Chart 6 we reproduce 
a good temperature reaction produ<?ed by this means and include 
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a curve caused by the inoculation of brain. This chart, typical of 
many, shows that the infected egg-membrane caused an early 
temperature rise and an earlier-appearing scrotal lesion due, most 
probably, to the large number of rickettsias inoculated. This 
reaction was got in about 70 per cent, of sexually mature animals 
and followed much the same course as that of “ Hare perhaps 
the onlj^’ difference was that the scrotum seldom attained the same 
large dimensions. The lesions at post-mortem examination were the 
same as those given for “ Haro 

In the White liai. 

The first rats w'ere infected with egg-membrane culture and 
thereafter 10 successful subinuculations (at 8 to 10 day intervale) 
were made by brain to peritoneum passage. The reactions w^ere 
almost super nnposable on those obtained with the “ Appleton ’’ 
strain. 


In the Rabbit, — See “ Rat Typhns 


Fievre Boutonneuse. 

In tlm (iuinea-piy . 

We soon realised that it w^mld be difficult <o maintain this 
strain in guinea-pigs by brain to peritoneum passage. Kven after 
10 sub-inoculations (at 8 to 10 day intervals), there was no indication 
that the virus w^as adapting itself; reactions of the “ Appleton 
type were the rule. When a rise in temperature did occur, it was 
late in appearance (7th to Oth day), seldom rose much above 104*5® 
F. and was not maintained for more than 2 or days. Of 31 

inoculated uiiimals, 15 had a thermal rise high enough <o be 
considered significant and only one developed a scrotal swelling 
(small, appearing on the 7th day). Because wc had twxi main objects 
in view — the study of the causative rickettsias and cross-immunity 
work — we decided to abandon brain to peritoneum passage and to 
resort to egg-membrane culture which had given such good results 
with another “ weak virus, that of Bobertson 

With egg-membrane cultures, no difficulty was experienced in 
j)roducing good thermal and scrotal lesions. In Chart 7 two typical 
reactions are given. It will be noticed that the temperature rise 
occurred early and although it was not maintained for long, it was 
definite. The scrotal swelling, which occurred in about 60 per cent, 
of the male animals, usually appeared early and could not l)e 
distinguished from that of “ Hare The post-mortem picture was 
similar to that recorded for “ Hare 


Summary of Reactions in Animals. 

The results just presented show' that rat typhus could be main- 
tained, without any difficulty, in the guinea-pig and rat, and that in 
the farmer animal it nearly always caused a scrotal swelling. It 
could l>e passaged three times only in the mouse and not at all in 
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the dog. The sheep proved susceptible when inoculum was virulenl 
guinea-pig brain^ but the virus could not be passed serially through 
this animal. The single ox used proved to be insusceptible. 

“ Hare alone of the other four viruses, was easily passaged 
jn guinea-pigs; it caused readable temperature reactions and a scrotal 
swelling in a large percentage of cases. It did not infect the rat 
and the reactions in sheep were the same as those produced by rai 
typhus. 
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“ Appleton and “ Kobertson ’’ and ficvre boutonneuse 
occasioned great difficulty when attempts w^ere made to maintain 
them in guinea*pigs by the brain to peritoneum method of passage. 
However, when infected egg-membrane (in the case of Robertson 
and ficvre boutonneuse) was the inoculum, good temperature and 
scrotal reactions were obtained. Both ‘‘ Appleton ’’ and “ Robert- 
son ”, although, as will be shown later, belonging to the same group 
as “ Hare ”, were able to infect the rat. 

The Weil-Fklix Reaction. 

In the Rabbit, 

Rabbits were inoculated intraperitoneally with virulent guinea- 
pig brain (rat typhus and ” Hare ”) or with egg-inembrane culture 
(*‘ Robertson ”) in an attempt to produce agglutinins to a proteus X 
strain. None reacted as the dire(;t result of the inoculation and the 
serum of none, taken prior to the infection, agglutinated proteus 
0X2, 0X19 or OXK at a dilution of 1:20 or higher. In carrying 
out the tests, living saline suspensions of non-mofile 0X2, 0X19 and 
OXK were used. The cultures were grown according to the 
instructions sent out by Dr. Felix and every endeavour was made 
to prevent motile “ H ” variants appearing. This was never 
necessary with 0X2, only very occasionally with 0X19 and quite 
frequently with OXK. The tubes were incubated at 37® (v. for four 
hours and left overnight at room temperature before being read. 

Table 2 summarises the results of agglutination tests with serum 
taken at different times after infection. 

A Weil-Felix reaction was obtained with the sera of 10 rabbits 
infected with rat typhus; in no instance was proteus 0X2 
agglutinated; 0X19 was agglutinated by all and one (tase (rabbit 0) 
both 0X19 and OXK were agglutinated. The sera of two of nine 
rabbits, inoculated with ” Hare ”, became positive; that of rabbit 
14 agglutinated 0X2, did not affect OXK and produced a doubtful 
reaction with 0X19 and that of rabbit 15 aggilutinated 0X19 only. 

The serum of one of seven rabbits inoculated with ” Robertson ” 
caused a doubtful agglutination of 0X19, at a dilution of 1:20; the 
sera of the remaining six animals were negative. 

In the White Rat, 

The sera of 7 rats infected with rat typhus, and taken 8 to 36 
days after the inoculation were tested with the 3 proteus X strains. 
IVo were positive, both for 0X19. That of one rat (27 days after 
infection) was postive at a dilution of 1:160 and that of the other 
(16 days after infection) at 1:40. 

In the Guinea-pig, 

• isolate a specific proteus from guinea-pigs 

infected with rat typhus, ” Hare ” or ” Appleton ”, we cultured 
the intestinal contents of 26 of them and from 6 obtained a swarming 
proteuB, the “ 0 ” antigens of which were not serologically related 
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to those of 0X2, 0X19 or OXK. It would appear that a proteus 
infection of the gut of guinea-pigs is not uncommon, because, even 
with the use of only a small number of animals, we obtained a 25 
per cent, infection rate. 

(iiraucl and Tauiienbauin (1937, stale that guinea-pigs do 
not develop agglutinins for proteus X during or after a typhus 
infection because they flo not harbour banal proteus in their 
intestines; if this microbe is implanted in their alimentary canal 
by the oral and rectal routes and a typhus infection then set up, the 
Weil-Felix rea(;tion develops. 

To ascertain if proteus X agglutinins would develop if a banal 
proteus was imi)lanted in the gut of guinea-pigs, we repeated 
(Jiraud and Taiinenbaunrs w’ork. A heavy suspension of a swarming 
proteus [(R6H6), isolated from the small intestine of a rat and not 
serologically related to the ‘M) ” uiitigeii of 0X2, 0X19 or OXK)] 
w^as administered to (I guinea-pigs (1*0 c.c. fed through stomach 
tube and 1*0 c.c. per rectum) on 30.10.37 and thereafter, for 15 
days, 10 c.c. was added to the food and 1*0 c.c. given per recjtum. 
On the IGth day each animal received 10*0 c.c. per os and 1*0 c.c. 
per rectum. Three of these animals and three fresh untreated 
controls were infected, intraperitoneally, with typhus and three 
proteus-infected guinea-pigs left uninfected with typhus to see the 
effect of the proteus alone on agglutinin production. A Weil-Felix 
test, using living suspensions of 0X2, 0X19, OXK and was 

put up w'ith the serum of each animal on the day befort> the first 
proteus feeding, on the day of the infe(*tive inoculation and there- 
after w^eekly for 5 weeks. 

The results did not confirm ihose of Oiraud and Tannenbaum. 
The serum of no animal, taken i)rior to the infection by proteus 
and/or rat typhus, agglutinated any of the four proteus strains 
used; those w*hi(^h were infected with rat typhus only remained 
negative throughout the experiment. The sera of the remaining 
(I guinea-pigs (proteus alone and proteus plus typhus) at no time 
agglutinated 0X2, 0X19 or OXK, but all were positive for 
(“ H agglutination) 17 days after the first proteus feeding and 
remained so for a further 4 to 5 weeks. The highest serum titre 
was 1:320. 

Attempts to Isolate a Proteus from Guiveu’-pigs^ 

The brain, heart-blood, urine, tunica vaginalis, liver, and spleen 
of 238 guinea-pigs, infected with “ Hare ‘‘ Appleton or rat 
typhus w^ere inoi'ulated into broth and on to nutrient agar and 
observed for 14 days at 37® C, About 10 c.c. of blood was deposited 
in a sterile tube and the serum, after separating, was removed and 
replaced with about 15 c.c. of broth. Small portions of brain, liver, 
tunica, and spleen were placed in broth, and about 1*0 c.c. of urine 
was cultured in the same medium. The agar cultures were made by 
smearing slopes heavily with the blood or urine or the organ mush. 
Any Gram -negative bacilli which grew were isolated in pure culture 
and tested against sera prepared against 0X2, 0X19, OXK and 
against the sera of sheep recovered from Hare ‘‘ Appleton 
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or rat typhus. Eighteen such organisms were isolated — 2 from 
the brain and 1 from the urine of “ Hare ” guinea-pigs, 1 from 
the brain, 1 from the urine and 1 from the liver of “ Appleton ” 
guinea-pigs, and 0 from the brain, 3 from the blood and 1 each 
from the urine, liver, and tunic*.a of rat typhus animals. None were 
agglutinated by any of the sera used. 

These results are in agreement with those of most workers who 
have tried to isolate a s])ecific proteiis X from guinea-pigs infe<ded 
with one or other of the tyjdius strains. 


The Huration of Infkctivitv of toe Brain, Blood, and Ti nica 

VAOINALIS OF INFECTED (f OINEA-J»l(iS. 

(iuinea-pigs w^ere infec ted by the intraperitoneal inoimlation of 
virulent brain. At intiuvals after infection, the infectivity of the 
pooled (dtrated blood (d <;.c. to 4 intraperibmcally) of 4 to (i 
of them was tested, and tlie infectivity of the brain and tunica 
scrapings of one animal was determined. Two guinea-pigs' were 
inoculated intraperitoiieally with the brain cmiulsion (half-a-brain 
pcT animal) and two with the tunic'a scraping suspension. If the 
indicating animal did not react typic*ally, it was held for one month 
after the temperature had returned to normal and tested for 
immunity. The results of the experimcmts are collected in tablc\s d, 
4 and 5. 

Systematie work has not been cairried out on the infectivity of 
the tunica or blood of “ Robertson ” or button fever infected 
guinea-pigs or of the tunica of “ Hare " animals. However, on 
many occasions, we have demonstrated the infectivity of the tunica 
taken at the hcught of the scrotal reaction. In addition, the liver 
and spleen of rat-typhus animals have been provcul capable of 
transmitting the disease, but, in these experiments, no attem[)t was 
made to remove thc» blood from the organs. 

The results given in tables d, A and o nmy |)t» bric'tly summarized . 

Rat Tt/phvs : 

Brain , — Virulcmt from the 2ud to the 22nd day after 
inoculation but not on the 1st day or on the 2Gth clay 
or later. 

Blood , — Virulent from the drd to the 21st day incdusive, 
but not before or after. 

Tunica. — Virulent from the 2nd to the 12th day inclusive, 
but not before or after. 

“ Hare : 

Brain , — Virulent from the 5th to the 15th day inclusixe, 
but not before or after. 

Blood. — Clear-cut results w-ere not obtained, but it was 
infective on the 4th, 5th, 8th, 10th, and Idth days after 
infection. 
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Tabi.£ 3. 

Injectivity of Brain and Tunica of Rat’-typhus-infected Guinea-pigs (JExp. 109). 
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Table 4. 

Injectivity of Brain and Blood of “ Hare -infected Guinea-pigs (Exp. 19). 


J. H. MASON AND B. A. ALEXANDER, 
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(N = no reaction ; P = positive reaction ; j" = died ; ND = not done ; = infected ; — = not infected). 

Duration of infectivity of brain = 15 days. Duration of infectivity of blood =* 13 days. 
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ktion of infectivity of blood = 21 days. 
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The results obtaiueil with the brains of rat-typhus-infeeted 
guinea-pijfs do not differ ^^reutly from those obtained by Nicolle and 
Laigret (1933). With a Toulon murine strain, the virus survived 
for 41 but not for 44 days and with a Mexican strain for 34 but 
not for 44 days. However, Philip and Parker (1938) were able to 
recover virus from tlie brains of infected guinea-pigs 120 days, but 
not 150 days, after inoculation of virulent material. 

It is interesting to note that 4 examples of an inappareni 
infection were got in these experiments (rat typhus table 3, tunica. 
2nd day; rat typhus, table 5, blood, 21st day; “ Hare ”, table 4, 
brain, loth day; “ Hare ”, table 4, blood, 4th day). These results, 
and a few others that will not be discussed, support Nicolle’s (1934) 
(‘onteiitioii that an immunity test is essential in work of this kind. 

The Minimal Infective Dose of the Brain of Il.\T-TYnirs- 

fNFK(TKD GriNEA-lMOS. 

Tevhniq'tte. 

The brain was thoroughly emulsified in a measured vokinie of 
saline and the emulsion treated in the following w^ay : — 

1. Dilutions made in saline and injected intraperitoneally 
into guinea-pigs. 

2. Kmulsion spun at 4,000 r.p.m. (Ecco-Siiperior-H) and 
the supernatant fluid or dilutions of this fluid injected intra- 
peritoneally or intracerebrally into guinea-pigs, 

3. The supernatant fluid of (2) centrifuged at 14,000 r.p.m. 
(E(*(;o Ultimo) and the supernatant fluid or dilutions of this 
fluid injected intracerebrally into guinea-pigs. 

Table 0 summarizes the results. 

The results given in Table 6 show that as little as 1/2000 of a 
brain contained sufficient virus to infect a guinea-pig, whereas the 
virus had been diluted lx*low an infecting dose in 1/4000 (d‘ a brain. 
The supernatant fluid of brain mush, spun at 4,000 and 14,000 
r.p.m., whilst greatly reduced in titre as compared wath whole brain, 
was still infective (the equivalent of 1/200 of a brain, in terms of 
supernatant fluid, for the 4,000 r.p.m. material and the equivalent 
of 1/50 of a brain for the 14,000 r.p.m. sample). 

Immunity Experiments. 

1. In Vitro Neutralization. 

Parker and Davis (1933) were able to neutralize the virus of 
Itocky Mountain spotted fever, contained in the serum of infeided 
guinea-pigs, with (jonvalescent serum from guinea-pigs and rabbits. 
The virus and serum were mixed, left for half-an-hour at room 
temperature, and injected intraperitoneally into guinea-pigs. By a 
similar technique, Monteiro (1934 1 & 2) uas not able to neutralize 
8ao Paulo typhus virus with epidemic typhus convalescent serum. 
Zia and Wu (1936) found that the serum of a horse hyperimmunized 
against typhus by Dr. Zinsser passively protected guinea-pigs against 
typhus. 
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Table 6. 

The MJJ). of Brains of Rat-iyphus-infected Guineorpigs. 


Material Injected. 

1 

1 Route. 

Fractions of 
Brain Injected, 

Result. 

1. Saline emulsion of brain 

i.p. 

1/100 (see note) 

+ 



1/1000 

4- 



1/1600 

+ 



1/2000 

+ 



1/4000 

-- 

2. Supernatant prepared by spin- 

i.p. 

1/4 (see note) 

■+ 

ning (1) at 4,000 r.p.m. for 


1/20 


hour 


1/200 

+ 



1/2000 

— 


i.c. 

1/100 

— 



1/160 

-f 



1/300 

+ -(0) 



1/400 




1/600 




1/800 




1/1600 




1/2400 

— 

8. Supernatant pitipared by spin- 

i.c. 

1/50 (see note) 

+ - - - - (I.) 

ning (2) at 14,000 r.p.m. ior 




J hour 1 





(i.p. inti'aporitotioally ; i.c. - ititracerebrally ; + ’’ positive reaction ; — • no 
reaction and not immune at subsequent tost ; (a) ^ 2 ex|)enttientH with 2 different brains ; 
(b) — 5 experiments \^itl^ 5 <liilei‘ent brains. 


JVote . — The fractions given for (1) represent the actual fractions 
of one whole brain injected. For (2) and (3) the equivalents of 
1^20, 1/50, etc. of a w^hole brain in terms of supernatant fluid are 
given. 

Tests carried out by us with infective guinea-jiig brain as virus 
and the sera of recovered guinea-pigs, rabbits or sheep as antibody 
were very unsatisfactory. On some occasions, 5 0 c.c. of serum was 
given intraperitoneally to guinea-pigs, followed in 24 hours by a 
small dose of brain. Ijittle if any protection was afforded even 
with the use of homologous serum. I'he same type of result was got 
when brain mush and serum were mixed m vitro arid then injected 
intraperitoneally. Further, no defliiite neutralization of the virus 
contained in the supernatant fluid of a brain emulsion (spun at 4,000 
r.p.m. for half-an-hour) could be demonstrated when this was mixed 
with serum in vitro and the mixture injected intraperitoneally. 

At one time, we thought that egg-membrane cultures would 
prove very satisfactory as sources of virus, but later work did not 
justify this view. The membranes were thoroughly emulsified in 
0*85 per cent, salt solution and the emulsion spun at 1,500 r.p.m. 
for 4 minutes to deposit large particles. The supernatant fluid was 
then mixed with serum (equal parts for the intracerebral test, 0*3 
c.c. injected; 1*0 c.c. virus and 1*0 c.c. or 5*0 c.c. serum for the 
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mtraperitoneal test, the whole injected) and, after standing for 
half-an-hour at room temperature, the mixture was inoculated into 
guinea-pigs. Thirteen such tests were conducted with rat typhus, 
“ Robertson and “ Hare egg-membrane cultures and the sera 
of recovered guinea-pigs. The results were not consistent; in one 
test, for example, rat typhus serum neutralized rat typhus virus 
and “ Hare serum failed to do so, whilst at the following test 
(using the same batch of serum and the succeeding generation of 
egg-culture virus) partial protection was produced by both sera. This 
method appeared to have possibilities that are, perhaps, worth 
exploring, but in our hands had no advantage over the standard 
technique of directly testing the resistance of recovered guinea- 

Pigs- 

We realize that the sera with whicli we worked were probably 
of very low titre and that repeatable results would doubtless be 
obtained with the use of high value sera such as that produced in 
L*. hoise by Zinsser and Castaneda (1933). 

2. Cfoss-immunity ExjjerintenU in Guinea-pigs. 

The method of conducting the cross-immunity tests was that 
used by most workers in the typhus field. Guinea-pigs, three to six 
weeks after recovery from one typhus strain, received, intra- 
peritoneally, another strain (brain or egg-membrane) and were then 
observed for a further two or three weeks. We wish to stress the 
importance of using more than one or two animals and the necessity 
for many tests in work of this kind. The result of six tests on two 
animals per test is, in our opinion, of much greater significance 
than the result of one test on tw^elve animals. A virus, slightly 
“ weaker than usual, may fail to produce sufficiently good reactions 
to justify the separation of two strains immunologically, but it is 
unlikely that a ‘‘ weak ” virus will be tisecl on three to six occasions. 
Further, it is essential that an adequate number of controls l>e 
inoculated at each test and that each react typically. As a rule, 
we tested three or four immunized and two or three normal guinea- 
pigs at one time. We have not included the controls in the tables 
because no experiment is recorded unless they reacted satisfactorily. 
Our interpretation of the results w’as as follows. If the temperature 
and scrotal reaction of the guinea-pig under test w^ere the same or 
nearly the same as those of the controls, the animal was taken to 
Ikj non-immune to the test-virus; if a slight rise in temperature (no 
scrotal sw^elling) took place and the rise was not maintained for 
more than 24 or 36 hours, the result was recorded as doubtful, and 
if no reaction of any kind occurred the guinea-pig was considered to 
be immune. 


3. Cross-immunity Experiments in Sheep. 

A comparatively small number of tests was carried out in sheep, 
but, as will be seen from the results given in Table 8, they con- 
firmed those obtained in the guinea-pig. Virulent guinea-pig brain 
inoculated intravenously was the inoculum both at the time of the 
infection and test. A period of from three to six weeks after the 
return of the temperature to normal was allowed to elapse before 
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the immunity test was carried out. The result was judged on the 
temperature reaction only; by the method of test, scrotal swellings 
did not occur and no “ doubtful ’’ thermal rises were recorded. 

Table 7. 

Summary of Cross-immunity tests in Guinea-pigs, 


Immunb to. 


Teiited Avitli. 

Rat 

Typhus. 

Hare. 

Robertson. 

Appleton. 

Fievre 

bontonneuse. 


R. ? NR. 

R. ? NR. 

R. 

? NR. 

R. ? 

NR. 

R. ? NR. 

Rat typhus 

0 0 10 

10 1 0 

10 

0 0 

16 0 

2 

16 2 2 

Hare 

5 3 12 

0 0 12 

0 

0 10 

0 0 

8 

0 0 12 

Hoberiison 

3 0 13 

0 1 0 

0 

0 10 

N.D. 

1 0 26 

Appleton 

6 5 12 

0 1 3 

N.D. 

r> 0 

0 

N.D. 

Fidvre bontonneuse 

1 1 10 

0 0 10 

3 

0 20 

N.D. 


1 0 22 

R s: reaction; 

? « doubtful reaction ; NR. = no reaction ; N.D. = 

Ta»i.£ 8. 

Cross~imw unity tesU in Sheep. 

: not done. 





Immune to. 



Tested with. 

1 

1 Hare. 

1 ** 


Appleton. 

Rat Typhus. 



R. NR. 

R. 

NR. 

R. NR. 

Hare 

N.D. 

0 

1 

2 


N.D. 

Appleton 

0 

2 

N.D. 

N.D. 

Rat l^phus 

N.D. 

N.D. 

0 

2 


R =» reaction ; NR. no reaction ; N.D. - - not done. 

The results summarized in tables 7 and 8 permit the immuno- 
logical grouping of the diseases in the following manner: — 

Group 1 : Rat Typhus. 

(a) Immunizes solidly against itself. 

(5) Immunizes to a great extent against Hare “ Robert- 
son “ Appleton and /l^vre boutonrieuse, 
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Group 2: Hare", ''Robertson'', "Appleton" and ficvre 

boutonneuse. 

(a) " Hare and Appleton " eross-immuiiize. 

{b) " Hare ”, ” Robertson ” and ficvre boutonneuse cross- 
immiinizo. 

(r) None of llie four strains immuiiizes against rat typhus. 

SUMMAKY. 

1. The effect of the rickettsiavS of rat typlius, ti«*k-bite fever, 
ficvre boutonneuse, and of two other tick-bile-fever-like diseases 
(” Hare ” and ” Appleton ”) on the guinea-pig, rat, mouse, rabbit, 
clog, sheep, and ox is re<'orded. Rat typhus could be maintained in 
the guinea-j)ig and rat but not in the sheep, dog or mouse. “ Hare ”, 
alone of the other four strains, could be easily passaged in guinea- 
])igs. Only by the use of cultures from the chorio-allantoic* 
meunbrane of tln‘ developing* chic*k could consistently readable 
r(*actions be got in guinea-]>igs with the tick-bite fever and fierce 
bouUtnneuse strains. 

2. A VVeil-Felix redaction was obtained with the sera <>f rabbits 
inoculated with jat typhus, “ Hare and tick-bite fever. With 
rat typhus, ()X19 was agglutinated by the sera of ten infected 
animals, 0X2 by none and OXK by one serum only; with " Hare ” 
one of nine sera agglutinated 0X2, doubtfully 0X19 and not OXK: 
(»ne other serum agglutinated 0X19 only. The serum of one of seven 
tick-bite-fever rabbits agglutinated, in a doubtful fashion, 0X19 
only. The serum of rats, infected with rat typhus, agglutinated 
0X19 only and that of guinea-pigs, infected with rat typhus and 
carrying a banal proteus in their intestine did not agglutinate any 
(»ne of the three jiroteus OX strains. 

d. Details are given of the duration of infectivity of the brain, 
blood, and tunica vaginalis of guinea-pigs infected with rat typhus 
and Hare ”. The brain of rat-typhus-infe(*ted guinea-pigs was 
virulent after 22 days, the blood after 21 days, and the tunica after 
12 days. The brain of ** Hare ”-infe<*ted guinea-pigs was virulent 
after 15 days and the blood after 13 days. 

4. One two-thousandth but not 1/4000 of the brain of a rat- 
typhus-infe(;ted guinea-pig was virulent. Much of the virus (jould 
be deposited from brain by centrifugation at 4,000 r.p.m. for half- 
an-hour, and all but a trace was removed at 14,000 r.p.m. for half- 
an-hour. 

5. Attempts to neutralize the various rickettsias In vitro gave 
unsatisfactory re8ult.s. 

(5. Cross-immunity experiments in guinea-pigs permitted the 
grouping of the 5 typhus strains in the following manner : — 

(a) Ratrfyphus. — immunized against itself and to a great 
extent against the other four typhus-like diseases. 

(5) " Hare ”, tiek-bite fever, " Appleton " and fih^re 
boutonneuse, — Q ave alino.st com plete reciprocal cros.'- 
immunity, but did not immunize against rat-typhus. 
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Wk are in fall agreement with Piji)er and Oocker (1938) when 
they say that “ Rickettsiosis is now an important and recognized 
(diapter of pathology However, a perusal of the literature 
indicates that a state of very considerable confusion exists and 
that this confusion is probably more marked Avheii considering the 
South African rickettsioses; these have not received the same careful 
attention of the numbers of independent workers engaged on the 
subject in other (countries. 

In the prec^eding articJes (this journal) details have b€»eii given 
of the experimental work carried out with a number of rickettsias 
isolated from several different sources. In this portion of the study, 
it is our intention to summarize the findings with a view to 
classifying the diseases and to use as a basis the (literia outlined 
by IMiikerton (1936). 

At the outset it must be emphasised that we ai)preciate fully 
that our data are by no means complete. The work was incidental 
to a study of Riclettsia rum/mantiuvi, th(» cause of heartwater of 
cattle, sheep, and goats, and was initialed primarily to serve as a 
positive control for certain technique and experimental procedures 
which had produced negative results; but the findings are recorded 
as it is believed that some, at least, are of considerable importance 
and may be of value to other workers in the field. 

1. Cross-immunity Tests, 

It is agreed that for practical purposes the result of a reciprocal 
cross-immunity test is the most important single criterion for the 
differentiation of rickettsias. Care, however, must be exercised in 
the interpretation of results and it is again emphasized that an 
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adequate number of animals must be included in a series of tests 
before definite conclusions are drawn. When dealing with strains 
of high virulence and approximately equal infectivity for guinea- 
pigs, clear-cut results are usually obtained, but with strains of low 
infectivity considerable caution must be exercised in the final 
interpretation. In these cases, it is believed that the use of high-titre 
chorio-allantoic-membrane-cultures as the test inoculum is a decided 
advantage. 

In table 7, pari 111, the results of the cross-immunity tests 
with the five strains investigated have been summarized. With the 
single exception of one guinea-pig out of 23 which reached to fihw 
houtonneuse and subsequenily proved susceptible to the homologous 
virus, each strain produced a solid immunity against itself. Further, 
strains Hare “ Robertson ho'utonneme^ and 

“ Appleton (the latter not tested against “ Robertson “ and pyre 
hovtormeuse) showed practically complete reciprocal cross-immunity. 
These results are in striking contrast with those recorded by Pijper 
(1936). On the other hand, the results of the tests with the murine 
typhus strain were not so clear cut. Rat typhus broke down the 
immunity of 55 (52 completely and 3 partially) out of 59 guinea-pigs 
recovered from infection with any one of the other strains, i.e. only 
4 out of 59 did not react at the heterologous immunity test. On 
the other hand, these strains produced a definite reaction in only 
approximately 20 per cent, of the rat-typhus-recovered guinea-pigs. 
These results agree partially ivith those recorded by Pijper and 
Dau (1932) and are in almost complete agreement with those 
recorded by Gear (1938). ITie signifi(*anre of these results obtained 
with cross-immunity experiments with rat typhus is not entirely 
clear. One is inclined to interpret them as being due to the 
existence of an antigen common to the two groups. Pinkerton 
makes a point of issuing a warning against the too rapid acceptance 
of this interpretation; he obtained similar results when investigating 
a strain of mild spotted fever from Minnesota and he quotes Nicolle 
who reported that a considerable number of guinea-pigs are 
refractory to typhus following vaccination with B, parntyphomu R 
or the bacillus of pseudo-tuberculosis. When viewed in the light 
of our final conclusions that the rat typhus strain belongs to one 
group (the typhus group) and all the other strains belong to another 
group (Rocky Mountain spotted fever group), this discrepancy in 
the cross-immunity tests indicates the danger of using a single 
criterion when comparing the different rickettsias. 


2. Study of Smear Preparations of the Scrotal-sac E.mdate. 

The general nature of the cellular reaction produced by each 
st^rain was practically identical with all the strains studied, but 
the morphology, location, and especially the distribution of the 
organisms showed marked differences. 


In the case of murine typhus the rickettsias were longer, thinner, 
and more deln^ate with a definite tendency towards the formation 
of thr^ds; they were found in large numbers only in serosa cells 
though single organisms were seen in neiitrophiles and monocytes, 
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probably as a result of phagocytosis. On many occasions, large 
numbers of infected cells were found in preparations and there was 
always a tendency for the rickettsias to be aggregated in clumps; 
heavily infected cells contained uncountable numbers of parasites 
which distended the cell and displaced the nucleus. Intranuclear 
forms were never seen. 

With all the other strains the rickettsias were shorter and 
plumper, more commonly diplo-bacillary or diplo-coccal and never 
showed any tendency to form threads. Infected cells were always 
rare and these included, in addition to serosa cells, monocytes, the 
degree of infection excluding the probability of simple phagocytosis. 
There was never any tendencv for the organisms to be aggregated 
in clumps; on the contrary they were always scattered throughout 
the cytoplasm and the degree of infection of individual cells was 
never so great that the number of parasites could not be counted with 
comparative ease. Again, intranuclear forms were not encountered. 

These observations agree with those of Gear except that he 
records the presence of intranuclear forms in the case of his tick-bite 
fever strains. 


3 and 4. Hisiopatholoffp, and Location and Morphology of 
Organisms in Sections, 

No data are available on these two points. 


5. Stndy of the Orgaffisrn in Tissue Culture, 

Pinkerton deals exclusively with the in vitro cultivation of 
rickettsias in serum and Tyrode in the presence of surviving cells 
from the tunica vaginalis of guinea-pigs. In our studies, tTie use 
of the chorio-allantoic membrane of the developing chick embryo 
has been explored and there appears to be no valid reason why the 
results obtained by the two methods are not strictly comparable. 

Again, our strains divided themselves into two groups. On 
morphological grounds, it was exceedingly difficult to differentiate 
the rickettsias of these two groups;- the impression was gained that 
large numbers of minute (?occo-bacillary forms were more common 
in the rat-typhus cultures and that, in cultures of the other strains, 
the individual organisms were distinctly larger. With rat-typhus 
cultures individual cells were frequently distended with a dense 
mass of rickettsias but intranuclear forms were never found in spite 
of the most diligent search. The picture seen when the other strains 
were examined was quite different. The cytoplasm of individual 
cells was never distended with parasites; these were scattered in a 
disorderly manner, though they were present in far larger numbers 
than in any preparation of the scrotal-sac exudate of guinea-pigs. 
In addition, intranuclear forms were common. The intranuclear 
parasites did not differ morphologically from the intracytoplasmic, 
and varied in number from single individuals to dense masses which 
gave the distended nucleus an almost homogeneous appearance. 
This intranuclear habitat was a constant differentiating feature. 
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The rat- typhus strain, although its multiplication resulted in 
the death of the embiyo, appeared to multiply more slowly and 
showed a decided tendency to die out on serial passage. This 
tendency was not apparent with the other strains, although a 
sufficiently detailed investigation was not carried out to allow of a 
definite opinion. 

6. Studies of Organisms in the ArtJirojml Vector. 

No information whatever is available on the morphology, 
distribution or location of any of the South African strains of 
rickettsia of the typhus-Rocky-Mountain-spotted-fever group in 
arthropod vectors. 

In the case of rat typhus, apart from the negative feeding 
experiments of Gray (1931), no record appears in the literature of 
any attempt to determine experimentally whether fleas are the 
vectors of the tyi)hus-like-condition Jiarboured by rats. Apparently 
it has been the practice to label as murine or endemic typhus a 
strain of rickettsia isolated from that source. ITiis was actually 
done in the case of the strain with which we worked, though 
fortunately we believe that our data, together w^ith those of 
Gear (1938) and Gear and Becker (1938), certainly place this strain 
in the typhus group (Gear’s and our strain originated from the 
same sour(*e). The fact that we have shown experimentally that 
the rat is susceptible to both groups of rickettsia illustrates the 
danger of this practice since the larva of Ainblyomnui hebraeum 
is well known for its extremely ubiquitous feeding habits. This 
tick is a known transmitter of the tick-bite fever. 

In the case of tick-bite fever very little has been done experi- 
mentally even to identify the arthropod vector. Brumpt (1927) 
states that Amblyovima hebraeum, Rhipicephalus sivius, and 
Boophilus decoloratus are transmitters of tick-bite fever but does 
not quote any work in support of, this statement. Pijper and Dau 
(1934-1935) isolated a strain by the injection of an emulsion of 
Rhipiceiihalm appendiculatus larvae collected from an immune man. 
They failed, however, to transmit the disease with larvae, nymphae 
or adults of A7nblyomrna hebraeum . Gear and Douthwaite (1938) 
reported the isolation of tick-bite fever from an engorged adult 
dog tick, Haemaphy sails leachi. We isolated a rickettsia, identical 
with Gear’s tick-bite fever strains, by feeding on a guinea-pig 
Amblyomma hebraeum nymphae collected from a hare. As far as 
we are aware this represents the w^hole of the published experimental 
work on the transmission of tick-bite fever by ticks. 

The WeiUFelix Reaction. — A(^cording to Pijper and Crocker 
(1938), the titres of the sera of patients convalescent from South 
African epidemic typhus. South African sporadic typhus, and tick- 
bite fever are nearly always lower than those obtained with the sera of 
people who have suffered from European typhus. Pijper and Dau 
(1934, 1935), and Pijper and Crocker (1938) report that proteus 
0X2 is aggilutinated almost as well as 0X19, and OXK agglutination 
is not uncommon. In an outbreak of tick-bite fever (12 patients) 
recorded by Gear and Bevan (1936) low titres were obtained; the 
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titre for 0X19 was, except in one instance', higher than that for 
0X2 and one serum only agglutinated OXK (1:50). Gear (1938), 
in a larger investigation, again shows that low titres were obtained 
in tick-bite fever, that 0X2 and 0X19 agglutinins were of eijual 
significance and that OXK was not constantly agglutinated and 
never to a high titre. In an extensive series of tests of the sera 
of patients infe(;ted with South African epidemic (louse-borne) 
typhus Gear (1938) shows that 0X19 is generally agglutinated to 
a higher titre than 0X2, that high 0X19 titres are not uncommon 
(1:3,200- 1:25,000), and that OXK agglutination is irregular and 
occurs no more frequently than in febrile conditions other than 
typhus. 

In our hands, 10 rat -typhus-in fecied rabbits produced 
agglutinins for 0X19 and, although low, the titres were definite. 
Two rabbits produced OXK, in addition to 0X19, agglutinins but in 
no instance did 0X2 agglutinins appear. 

The strain “ Hare which had much in common with tick-bite 
fever, stimulated the tormatkm of both 0X2 and 0X19 agglutinins 
in one rabbit, of 0X19 agglutinins only in another, and of no<ie at 
all in 7 others. 3he huirian tick-bite fever strain (Kobertson) itself 
(aused the formation of just detectable amemnts of 0X19 agglutinins 
in one of seven rabbits inoculated; the remaining six were negative. 

In button fever (Durand, 1932) and in Rocky Mountain spotted 
fever (Maxe y, 193()) high titres are not common and 0X2 and 0X19 
arc <)^ ecjual significance; however, OXK is not agglutinated. This 
absencje of OXK agglutination in these diseases would, on Pijper's 
positive findings in tick-bite fever, differentiate these diseases from 
tick-bite fever. But theie is little doubt that the Weil-bVlix reaction 
in button fever, spotted fever and tick-bite fever is a grou]), as 
opposed to a specific, agglutination ; thus one is not fully justified 
in stressing the OXK agglutination in tic-k-bite fever. If the OXK 
agglntination is to be used as one means of separating tick-bite 
fever from button fever and sjiotted fever, then it must also be 
used to group South African epidemic and endemic typhus and 
tick-bite fever together. Whilst, on the one hand, we have results 
wliicli show that a murine strain of South African typhus probably 
shares an antigcui with tick-bite-fever (see “ cross-immunity tests 
in guinea-pigs "), on the other hand, we have other results which 
(dearly separate these two diseases (see “ the morjihology and location 
of the rickettsias and cross-immunity tests in guinea-pigs 
Thus, until a proteya X strain specific for tick-bite fever is isolated, 
we consider that the Wei'l-Felix reaction should not he used as an 
important test in differentiating tick-bite fevei- fi-oin button fever and 
sixdted fever. 


8. The Clinical Picture in the Guinea-pig, 

Rat Typhus . — In <;ommon wdth Dr. J. H. S. Gear, of the South 
African Institute for Medical Research, who gave us the strain, 
we have had no difficulty whatsoever in maintaining rat typhiis in 
the guinea-pig for two-and-a-half years by brain to peritonenin 

71 



STUDIES OF TllK IIJCKETTSIAS IV. 


passage at 8 to JO clay intervals. In addition, we have been main- 
taining another murine strain, plaeed at our disposal by Pr, G. Blanc, 
of the Pasteur Institute, Gasublanca, for the last six months without 
any difficulty. Pijper and Crocker (19f‘18) noted tliat epidemic 
typhus, in their hands, always tended to die out in the guinea-pig; 
however, in an earliei- publication [Pijper and Dau (1935)] they 
make no ineiiti<»ii of this iwiiit. 

We made no observations that have not already been recorded. 
The im^ubation period, the course of the fever, the scrotal reaction 
and the ])osf-nH)rteiii picfure agree closely with the findings of 
othei’ workers. Whilst apprecdating fully that a scrotal swelling 
can be caused by agencies other than a typhus infection, we would 
luentioii that a temperature reaction plus a swelling constitutes, 
in our exfierience, a surer sign of a typhus infection than a 
temperature reaction a]<ine. 

Tirk-Inte Ferer and Allied Diseases Itobertson ”, “ Hare ", 
“ Appleton ” and jievre bovUmneyse). — The maintenance of these 
infectious (with the possible exception of ” Hare ”) in the guinea-])ig 
caused the greatest difficulty. By carrying “ Robertson ” (human 
tick-bite fever) in duplicate, we were able to hold it for about fifty 
generations, but at no time were we happy about it. Not infre- 
quently, one line woubl die out and a fresh* start would have to be 
made with the other line. However, there was seldom any fear 
of losing the strain; in addition to passaging it in guinea-pigs, 
we cultured it on the chorio-allantoic membrane of the chick 
embryo. The Appleton strain behaved in almost the same way, 
except that we never tried to adapt it to the egg-membrane. 

With infected fievre bouton neuse brain as inocuilum, we never 
really succeeded in producing satisfactory reactions in guinea-])igs 
and very early in the work had to have recourse to the egg-metnl)rane. 
With this, good results were nearly always obtained. “ Hare ” 
gave satisfactory results for about three years (90 passages) by the 
brain to jjeritoneiim method in guinea-pigs and then died out. 

Thus, a ditfereiK^e of importance but perhaps not of first 
importance, is shown in the behaviour of the viruses of rat typhus 
and of the fievre hovtonneuse — tick-bite fever group iri the 
guinea-pig. 


10. The Clinical Picture in Other Animals. 

1 whether the rat, mouse, dog or sheej) are of 

lalue in differentiating murine typhus from the other four typhus- 
1 <e diseases with W’^hich we worked. The rat was a suitable animal 
111 which to maintain the murine strain but, on the other hand, both 
n Robertson ” could be passaged in this animal 

Un the ^ntrary, we did not succeed in adapting ‘‘ Hare ’’ to the 
rnt. buffaciemt work was not carried out in the other animals to 
permit a definite statement, but no indication was got that they 
were ot value in nifferentiatiuf]^ one diAease from another. 
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The assoiaalioii of the doj^ with tick-bite fever is an aspect 
of this problem which merits discussion. Pijper insists that tick- 
bite fever has no association with dog:s except in so far as they may 
act as mechanical carriers of infe<jtcd ticks to the habitation of 
man, the ticks having picked up their infection by feeding on some 
unidentified reservoir in a previous developmental stage. Gear, 
on the other hand, em])hnsizes the association of his cases with the 
deticking of dogs, but Ihis observaiion throws no light upon the 
susceptibility of the dogs. The fact that a strain of rickettsia w’as 
isolated from the dog tick, H, leaclii, also is of little value since 
the larvae of this tick are known to feed on an exceedingly wide 
variety of hosts. In these studies we have pointed out our failure 
to })rove experijuenlally the susceptibility of the dog, but the value 
of this negative finding in a small number of experiments is largely 
discounted by our inability to be certain of the initial susceptibility 
of our animals. The final elucidation of this point therefore must 
await the completion of work (>11 dogs, born and bred, j)referably 
for two generations, under tick-free conditions. On the other hand, 
it must be borne in mind that our strain Appleton was isolated 
from the blood of a dog showing clinical symptoms of a febrile 
disease. 


11. (lijurnl Picture in Man. 

This criterion is imtluded in this paper merely for the sake of 
completeness. From a perusal of tlie literature it is apparent that, 
apart from the primary sore which may be regarded as an almost 
fmthognonioni(* symptom of tick-bite fever, it would be exceedingly 
diffi(*.iilt to differentiate this disea.se from typhus except in classical 
cases. 


Discussion. 

Our final conclusions may he open to the criticism, possibly 
justifiable, that we have incorrectly labelled the various strains of 
rickettsia us the causal organisms of murine typhus, tic.k-hite fever 
and jievre bouton neuse respectively. In the absence of “ type 
cultures " isolated from classical cases of the diseases this is a 
possibility, hut not, in our opinion, a probability. Our strain of 
rat typhus was that used by Gear in his studies, the infectivity for 
man and the course of the disease resulting from accidental 
laboratory infection being described in detail by Gear and Decker 
(1938). Our ‘‘ Hare and “ Appleton ’’ strains proved identical 
with Gear’s ‘‘ Hobertson ” strain isolated from a human being 
suffering from what he considered to be tick-bite fever. The strain 
of fiP/vre houtonneuse came from the same source as that used by Gear 
and was isolated from ticks in a manner similar to that described 
by Pijper (1936). Consequently we do not feel that any unjustifiable 
claims for the correct identification of the respective rickettsias have 
been made. 

The five strains of rickettsia appear to fall into two distinct 
groups when due consideration is given to the sum-total of those 
criteria which have been the subject of detailed study. In the one 
group falls the murine, endemic or rat-typhus strain which has 
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been compared with epidemic louse-borne typhus by Gear. In the 
other group fall strains “ Robertson ” (tick-bite fever of man), 
Appleton (from a dog), “ Hare ” (from ticks collected from 
a hare) and fiei^re boutonneme (from ticks collected from dogs at the 
Pasteur Institute, Tunis). It is not suggested that the name tick- 
bite fever should be replaced by either the French or the American 
term, since the name tick-bite fever has rightly received inter- 
national re(*ognition as that applied to a specific rickettsial disease 
in South Africa and has come into popular usage in the country. 
However, it is suggested that, from a biological and etiological point 
of view, the relationship of the various diseases should be clearly 
recognized or understood. Bearing in mind Pinkerton’s classification 
of the etiological agents of the rickettsial diseases, it is proposed 
that the name “ Rickettsia prowazeki var. mooseri ” be retained 
for the causative agent of South African endemic typhus and that 
the name “ Defuruicentrojteirus rickettsi var. pi j peri ” be given to the 
causative agent of South African tick-bite fever. The variety name 
“ pijperi ” is suggested in honour of Ur. A. Pijper of Pretoria wh(» 
is unquestionably the pioneer in the investigation of rickettsial 
diseases of man in South Africa. 

If this nomemlature is ado))ted it is apparent that certain 
additional modifications will become necessary; for instance, the 
name ‘‘ 7). rickettsi var. coaori ” should be the name given to the 
rickettsia causing fievre hovtonnense. Further, the generic name 
“ Rickettsia ” cannot be allowed for Rickettsia rvminantrum , 
R, IwriSf /?. ovina or R, cants, although the general names 
rickettsia ” and ‘^ricketisiosis ” may be retained since all are 
specific genera of the family Rickettsiaceae, These latter rickettsias 
differ so markedly morphologically and biologically from those of the 
lyphus-spotted-fever group that the separation is merited, but no 
generic name is suggested pending the completion of adequate 
(jomparative studies. 


SrMMAEY. 

1. The five strains of ricTcettsia are discuissed and compared 
according to the criteria suggested by Pinkerton (193fi). 

2. It is concluded that they fall into two groups: 

(a) Typhus group — endemic, murine or rat typhus. 

(h) Rocky Mountain spotted fever group — fievre boutonncvse, 
strains Robertson ”, “ Appleton ” and Hare ”, 

which are similar and show" only minor strain differences, 

3. A proj)osed nomenclature is discussed. 
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As far as possible an attempt has been made to present the 
results in the form of tables. These are given on the following 
pages : — 
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INTRODUCTION. 

The significant part played by Salmonella infection in both man 
and animal and the frequency wiih which members of this group 
of organisms have been assoidated with outbreaks of food-poisoning 
in man, have led fo a detailed study of their antigeni(t components 
during recent years. With the advent of reliable methods of 
serological analysis it has become possible to recognise several new 
strains of Salmonella and to subdivide a number of older forms 
into distinct types in cases where groups of these weie previously 
grouped in a haphazard fashion under one name on either clinical, 
zoologic>al or (mltural grounds. Where pioneer w’orkers had to rely 
largely or solely on the fermentation reactions of the types for a 
differentiation of the groups, a description of the organism at present 
can be accepted only if based on reliable serological work, involving 
the complete antigenic analysis of the bacterium. 

Schutze (192(1) pointed out the futility of grouping Sahnonellns 
on clini(^al and zoological grounds, and showed the value of sero- 
logi(‘al methods of classification. By means of abs(»rption tests he 
was able to divide the organisms included in the Aertrycke group 
into a number of types. Bruce White (]92(i, 1929 a.b.), by adopting 
Schutze 8 types as a primary basis for study, unified the Salmonella 
taxonomy by comparison of such representative strains as he ciould 
find available. He identified these various strains and introdii(*ed 
a 8,^tem of labelling for their different antigenic components. 
Kauffmann (1929 a.b., 1930 a.b.c., 1931, 1934, 1936 a.b.c., 1937) 
continued and extended the work initiated by Bruce White, but 
used a different system of labelling. Lovell (1932 a) correlated the 
formulae presented by these tw\) workers by giving the equivalent 
letters used in the two systems. In order to obviate 
the confusion that was bound to occur from the existence of two 
separate systems of antigenic labelling the Salmonella Sub-committee 
ot the International Society of Microbiology (1934) adopted Kauff- 
mann 8 terminology for general use. 
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In the study of tlie sPec;ifi(;-phase — non-s})ecifi(*-phase variation 
of Andrewes (1922, 1925) the presence of two well-defined, but 
mutually convertible, types of organisms was recognised within the 
limits of a species. This phenomenon explained several of the 
factors concerned wdth the cross-agglutinations observed in a number 
of different types of Salmonella, But investigations on the antigenic 
structure of bacteiia were actually commenced by Smith and Ileagh 
(1903) when they studied motile and non-motile strains of the hog- 
cholera bacillus. They were the first to describe flagellar and 
somatiir agglutination as two distinct processes and to show that the 
same organism may contain two agglutinable substances, which have 
the property of producing two c(»r responding agglutinins in animals. 
They found that animals inoculated with motile strains yielded a 
serum which agglutinated the homologous motile oiganisms at a 
dilution of over 1; 10,(100 but barely affected the non-motile organisms 
at a 1;500 dilution. Sera prepaied against non-motile forms 
had a titre of only 100 to 500 for both motile and non-motile strains. 
They recognised tw’o ty[)e8 of agglutination, (1) laige, loose, rai)idly- 
appearing flocculent clumps of flagellated (motile) organisms, and 
(2) small, compact, dense, slowdy-forming (somatic) granules of non- 
motile organisms. They associated the agglutinins in the sera ])re- 
pared wdth the non-motile organisms (somatic antigen) with the 
bodies of the bacilli and not with the flagella. On absorbing the 
sera made wdth the motile strain with non-motile l)acteria, the 
somatic agglutinins alone were removed, the flagellar agglutinins 
remaining behind. 

About the same time Joos (1903) deserihed two kinds of agglu- 
tinogen and tw’o corresponding agglutinins in S. typhi. He also 
observed tw^o forms of (dumping associated wdth two different 
agglutinogens, apparently conesponding to the flagellar and somatic 
agglutination of Smith and Ileagh. Moreover, Joos noticed that 
heating at (KP to (12® V. destroyed the antigem responsible for the 
large loose floccules hut not the flagellar agglutinins, wdiile this 
lemperature had no effect on (he antigen forming the small granules, 
but destroyed the agglutinin produeed by it. Soon afterwards Beyer 
and Reagh (1994), also Avorking with the hog-cdiolera bacillus, found 
that the flagellar agglutinable siihstauee was greatly damaged by 
heating at 70° C. for more than 20 minutes, wdiile the somatic 
suhstanf‘o w’as not affected; hut the heating did not destroy the 
agglutinogen ie ])roi)erty of the flagellar suhstance. Moreover, these 
workers show^ed that lujating at 70° C. destroyed the somatic hut 
not tdie flagellar agglutinins. 

The importance of these findings was not fully lealised until 
AVeil and Felix (1917) observed that variation in the growth 
(diameters of Proteus A19 was associated with very striking sero- 
logi(*al differences. The one variant, termed by them the II 
(ITauch) form, grew’ as a spreading film on agw and gave rise 
to a marked, loose floccular agglutination with its own serum; w^hile 
the other variant, the “O’' (ohne Haueh) form, grew’ as circular 
clumps wdth is own serum. They called the agglutinable substance 
present in the “0 ” form, “ O ” receptors and the material 
responsible for the large floccules of the “ H forms, “ H ” recep- 
tors, They showed that the H ” forms contained both receptors, 
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while the ‘‘ 0 ” forms contained only the 0 ” receptor. Sera 
of rabbits inoculated with the “ H ” variant of Proteus A'19 con- 
tained a^jglutinins for both “ II ” and “ () ’’ forms, while rabbits 
injected with the ** 0 ” variant, produced agglutinins for the ‘‘ 0 ’’ 
form alone. When the “ (1 ” variant was heated at 100^ 0. or 
exposed to dilute acids or to pure alcohol its agglutinative power 
remained unaltered, but when the “ H ’’ form was similarly treated 
or giwn on phenol-agar it lost its power of agglutinating in large, 
loose floccules but retained the property of forming small granules. 

These results showed the complete analogy between the motile 
and non-motile forms of the hog-cholera bacillus described by 
Smith and Ueagh and the “ H ” and “ 0 forms of Weil and 
Felix. Soon afterwards Braun and Schaeffer (1919) demonstrated 
that the “ 11 ” antigen o<;curs only in cultures of motile organisms, 
while the “O'’ antigen is present in both motile and non-motile 
cultures. 

Later Weil and Felix (1929) demonstrated the presejuie of 
similar antigens in organisms of the typhoid-paratyphoid group, an 
observation subsequently confirmed by Gruschka (1923), Schiff 
(1923), Bruce White (1925) and others. Bruce White (1920) 
advised the use of the term “ H “ antigen for the labile, flocculating 
flagellar form, and the term “ 0 " antigen for the stable granular 
form; the corresponding agglutinins he referred to as “11 ” and 
“ 0 agglutinins respectively. It is now conventional to attach 
the label “ H “ to the heat-labile flagellar antigens, and the label 
“ 0 “ to the heat-stable somatic antigens. 

A further advance with flagellar and somatic agglutination was 
made by Orcutt (1924a) when she confirmed the work of Smith and 
Beagh (1903) by using motile and non-motile strains of the hog- 
cholera bacillus derived from a single strain, originally motile. 
»She employed a suspension of flagella as an agglutinogen and, by 
using rabbits, produced a serum containing only flagellar* but no 
somatic agglutinins. This serfim agglutinated motilt^ strains to a 
titre of 1;»5,000, but failed to flocculate non-motile strains at 1:40, 
while antisera prepared wdth the w’ashed bodies agglutinated both 
motile and non-motile strains up to 1:1,000. Orcutt (1924b) als(» 
found that heating the free flagella at 70® (\ destroyed their agglu- 
tinating power without materially altering their agglutinogenic 
propeity. On the other hand neither heating at 70® C. nor at 120® 
C. destroyed the agglutinating and absorbing properties of the soma- 
tic antigen. The somatic agglutinins were partly destroyed at 70® 
C. and completely at 75® C. ; but the flagellar agglutinins, although 
unaffected at 70® C., w’ere partly impaired at 75® (L The work of 
Craigie (1931) on the distribution of the “ H ” and “ 0 ” antigens 
in the bacterial body confirmed the results obtained by Orcutt. 

Weil, Felix and Miizenmacher (1918), while working with 
typhoid and paratyphoid organisms, found both “ H “ and “ 0 ” 
agglutinins in the sera of patients as well as in the sera of rabbits 
inocxilated with whole bacilli. When bacterial suspensions heated 
at 100® C. were iuoeulated into rabbits af^fflutinins were formed 
which caused small (granular flocculation of the “ 0 ” forms. These 
observations were subsequently confirmed by Bruce White (19^). 
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Andrewes (1SW2) found that the flame culture of a pure j^iwth 
of a motile Salfimnella often (Mmtaiued two seta of individual bacilli 
with entirely different “ H aiitij^ens, the one specific for the 
particular race, or for a few races, while ihe other had wide affini- 
ties for a whole j^roup of allied rac^es of Salmonella, By picking: 
a number of sing'le colonies from an aj'ar plate he succeeded in 
se})arating these tw'o variants, which he referred to as the specific 
and the group phases; but on sub-cultivation, especially in fluid 
media, he found that each of the two phases usually mutated rapidly 
into organisms of both types. For the purpose of examining this 
phenomenon Andrewes (1925) advised the use of specific and group 
sera, prepared by absorbing the agglutinins not reciuired from a 
serum which contained both. White (1925) showed that these phases 
w’ere concerned purely wdth changes in ihe flagellar antigen, the 
somatic antigen being ihe same in both phases. Scott (192Ca) 
show^ed that a sirain of thorn psou occurring in a quasi-group phase 
could be changed into a type (specific) phase. In order to suppress 
the exf^ess of group antigen he grew the strain in a pow’erful group 
serum, viz. media containing 15 parts nutrient broth and 1 part 
of a strong group serum. After 24 hours the supernatant fluid 
in ihe tube became (dear, wdiile a thick dei)osit collected at the 
bottom. After centrifuging the culture, another tube with group- 
seruin-brotli was inoculated and a drop was plated for individual 
colonies. The procedure w^as re])eated after every (I hours, plating 
a drop at each time. After a few’ passages a pure culture writh a 
new^ phase was obtained and ihe deposit w’as no longer formed in 
the tube. By emj)loying Wassen’s (1985) nnidification of Scott’s 
method Bruner and Eclw-ards (1989 a and h) and Edwards and Bruner 
(1989) were able to demonstrate additional phases in a number of 
organisms that were ])reviously regarded as monopimsic. 

Schutze (1922), Bruce White (1925, 1926, 1929), Kauffmann 
(1929a, 1980a, b,c 19;i5a, 1985b, 1985c, 1987 etc.) and others have 
])<)inte(l out that the somatic as w’ell as the flagellar antigen 
of Salmonelhfs may hi* multiple, the somatic antigen being gene- 
rally regarded as the (‘oiinecting link between diflerent races of 
species. 

Ficker (1908) and Dreyer (1909) used broth cultures extensively 
as agglutinating susijensions for routine diagnosis. But the aggluti- 
nation obtained should he regarded as an “ H ’’-agglutination 
because liquid cultures generally contain bacteiia which are more 
motile and better supplied with flagella for ** H ^’-agglutination 
than solid cultures. Moreover, Dreyer advised the use of dead 
cultures killed by the addition of 0-1 per cent, formalin and exposure 
at 87® C. for some days. Pyper (1928), on the other hand, found 
that bacterial suspensions containing formalin are unsuitable for 
purposes of routine diagnosis — he succeeded in detecting many more 
positive cases of typhoid fever w-ith the (complement fixation test 
than with a Widal test in which be was using formalised suspensions. 
Later Felix and Olitsky (1928) showed that for somatic agglutina- 
tion the antigen must be kept free from formalin and carbolic acid 
us either of these inhibit somatic agglutination in the presence of 
“ H ’’-antigen. Thus, by using a formalised antigen for his test, 
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Pyper succeeded in detecting only those cases in which the serum 
contained ** H agglutinins. Those cases containidg “ 0 ’’ agglu- 
tinins, but no “ H failed to react. 

Bien and Sonntag (1917) succeeded in killing the motile fonns 
and in destroying the flagella by heating the organisms in 30 per cent, 
alcohol at 37^ C. : thus leaving an almost pure “ 0 ” suspension. 
Braun and Schaeffer (1919) found that the addition of 0*1 per cent, 
phenol to agar suppressed the development of flagella and, therefore, 
the production of the coiresponding labile antigen. 

At present the agglutination test is generally regarded as a very 
reliable aid to the recognition and classification of pathogenic 
bacteria. For classification both somatic and flagellar antigens must 
be employed, although these are not equally important in all families. 
In Bacillus profeus, f(n example, the flagellar antigen can be used 
for distinguishing large groups, while the somatic antigen is far 
more specialised. In Salmonellas, on the other hand, some of the 
somatic antigens are very widely distributed in the group, while the 
flagellar antigen is much more specific (Weil and Felix, 1920, Bruce 
White 1926). 

Both Schutze (1922) and Bruce White (1925, 1926) maintain 
that no reliable and safe antigenic relationship ('an be arrived at by 
means of absorption tests, unless cross-absorption and (^ross-aggluti- 
nation methods are carried out with both strains of bacteria aiul their 
sera employed in the test, i.e., unless the (complete mirror test is 
perfoniied. Bruce White obtained a number of so-called “ Schotl- 
muller strains, isolated from calves and described by Christiansen 
(1914) as Parat,yphus-B (Schottmuller). By means of proper absorp- 
tion tests Bruce White (1926) found these organisms to be typical 
S, typhi^murium. 

The absorption of agglutinins from sera was first employed by 
Bordet (1899), Eisenberg and Valk (1902), Castellani (1902) and Joos 
(1903). Subsequently this method was extensively used by several 
workers for the antigenic analysis of different groups of bacteria. 
Boycott (1906) wm one of the first workers to distinguish between 
Pamtyphosvs B and Bnct, Aertrycke by its use; Bainbridge (1909) 
and O’Brien (1910) also adopted it for the differentiation of para- 
typhoid organisms, while Schutze (1920, 1922) and Bruce White 
(1925, 1926, 1929 a and b) made extensive use of absorption tests for 
the classification of Salmonellas, For the study of the antigenic 
analysis of bacteria absorption tests now play a most important and 
indispensable part. More detailed information on the subject of 
agglutination will be found in a review given by Arkwright (1931). 

SALMONELLA INFECTION OF CALVES. 

(1) Introduction. 

In Europe, especially in Holland, Denmpk and Germany, 
Salmonella infection in cattle has assumed considerable proportions 
in certain localities, where it tends to recur year after year in an 
enzootic form, causing very heavy^ losses among young stock. The 
incidence of Salmonella infection in adults is generally regarded as 
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sporadic. Bart, enierltidu of Gaertner is the organism commonly 
incriminated as the cause of calf mortality, but as this labelling 
frequently includes a number of closely allied serological types most 
of the records referring to it are in<‘oniplete and unreliable. More- 
over, the members of this group cause disease in man as well as in 
animals, but it is seldom possible to recognise the exact type of 
organism involved, as a reliable antigenic description of the organism 
is hardly ever available. When Smith and Scott (1930) studied some 
of the organisms isolated from cases of calf diarrhoea and labelled 
Bad, enter if id Is Gaerfner, they found that these belonged to the 
duhlin type. 

According to Jensen (1913) a form of calf diarrhoea (Kalberruhr) 
has been known in Kiuope for more than a century. Obich (1805) 
was probably the first to regard the disease as infectious, but it was 
left to Franck (ltS70) to prove it. The first bacteriological study, 
however, was made by Jensen (1891) when he investigated a serious 
outbreak of Kalberruhr in Denmark; but he could not completely 
distinguish the bacteria obtained from the normal intestinal contents 
of healthy calves from those of Kalberruhr. Later Thomassem (1897) 
described an outbreak of calf diarrhoea in Holland associated with a 
bacteraemia and caused by organisms which w’ere called “ pseudo- 
typhoid bacilli Soon afterwards Poels (1899) studied a disease in 
calves which he ascribed to pseudorolihacilli. He distinguished 
pseudocollhacilli from ordinary virulent B, r.oli by virtue of their 
higher viiulence for small animals, their greater motility and their 
inability to ferment lactose. Later Jensen (1903, 1913) described 
diseases in ycuuig cattle and in t’alves under the term paracoli- 
bacillosis The organisms recovered from the tissues of affected 
animals fermented glucose, dulcite, mannite, maltose, xylose, 
rliamnose and sorbite, but not lactose (»r saccharose. Jensen stated 
that cases of meat-poisoning as well as some outbreaks of paratyphoid 
in man could be traced to the consumption of the meat of calves 
suffering from Ihis disease. He divided the organisms into three 
serological groups (1) those which correspond to Gaertner’s bacillus 
and which comprise the majority of strains, (2) those which resemble 
puratyphi-B and (3) a few strains which resemble neither Gaertner 
nor paratyphi-B, 

Mohler and Bin^kley (1902) reported a spontaneous enzootic in 
cattle due to a bacillus of the enteritidis group. They obtained the 
causal organism in pure culture from the internal organs of affected 
animals. Schmitt (1908) isolated Gaertner-like bacilli from calves 
affected with septicaemia, diairhoea and pneumonia. He regarded 
this disease (calf paratyphoid) as probably identical wdth pseudo- 
hacillosis of Poels and paracolibacillosis of Jensen. Soon afterwards 
Luxwolda (1913), Warnecke (1914) ^nd Douma (1916) described cases 
of enteritidis Gaertner infection in Holland, Christiansen (1915) 
regarded paracoU bacilli as identical with bacteria of the enteritidis- 
paratyphus-B group. Meyer, Traum and Roadhouse (1916) investi- 
gated an outbreak of infectious diarrhoea among a group of hand- 
reared calves, from 1 to 4 days old. They incriminated as the cause 
i?aot. enteritidis isolated from the blood and internal organs of the 
affected calves. 
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Miessner ami K<ihlstock (1812), Lutje (1928) aud Lehr (1927) 
ilescribed outbreaks of paratyphoid disease in adult rattle. Two 
children became infected after receiving milk from a sick cow studied 
by Lutje. Lehr noticed that the agglutination titre of the sera of 
infected animals varied from 1:100 to 1:20,000; from the faeces of 
some animals, the sera of which had a titre of 1 :100 to 1:200, he 
isolated Gaertner bacilli and he found the milk of a cow that excreted 
Gaertner bacilli in the faeces to be infected. 

Sometimes there exists a dehiiite relationship between the disease 
in adult cattle and calves. Bourmer and Doetsch (1928) described 
several cases of Gaertner infection in both cows and calves. A 
number of adult animals excreted the bacilli with the faeces, aud the 
milk of one particular cow that had to be emergency slaughtered 
caused infection in man. They also described an outbreak of para- 
typhoid involving more than 80 people who had partaken of cheese 
prepared from the milk of an apparently healthy cow which was 
discharging Gaertner bacilli with her faeces. Kinloch, Smith and 
Taylor (1926) described a widespread outbreak of amite enteritis 
affecting 497 persons in Aberdeen. Milk was found to be the cause 
of the disease and the source of infection was traced to a cow with an 
indurated udder which later developed septicaemia. Gaeriner bacilli 
were isolated from the faeces and the vomit of a number of patients, 
from the infected milk and from the udder and flesh of the cow. Tu 
order to determine whether Gaertner bacilli are excreted with the 
milk Standfuss and Wilken (1933) carefully examined the milk of 
two cows that were discharging large numoers of Gaertner bacilli 
in the faeces. The results were entirely negative and these woikers 
came to the comdusion that when jjaratyphoicl bacilli occur in the 
milk it is due entirely to contamination. 

Uimpau (1937) studied an outbreak of acute gastro-enteritis in 
80 persons of an institution due to typhi-murium {Hrrslau), The 
vehicle of infection was ice-cream, and it was found that the cream 
used originated from a herd in w^hich there was a calf discharging 
typhi-murium, 

A detailed study of the •incidence of paratyphoid in calves and 
adult cattle was made by Proscholdt (1931). Calves were found to be 
far more susceptible to infection than adults and Gaertner bacilli 
were considered to be the most important pathogen for calves, while 
adult cattle infected with this organism were regarded as the prin- 
cipal source of meat-poisoning, Proscholdt described two outbreaks 
of Gaertner infection spreading from adult cattle to calves. Aggluti- 
nation tests carried out sometimes revealed a titre of 1:100 in healthy 
animals, a titre of 1:200 being regarded as suspicious, and one of 
1:400 as positive. Out of 465 cases tested by Proscholdt, 404 were 
positive^ for Gaertner aud only 61 to typhuvvurivni, Rievel (1933) 
kept 4 infected carriers under observation for 18 months. In some 
animals the agglutination titres were as high as 1 : 3,200. Periodically 
the organisms could not be detec*ted in the faeces, and the presence of 
Gaertner bacilli could not be demonstrated in the milk at any time. 

Pallaske and Lommatzsch (1933) were unable to recover 
Gaertner bacilli from the organs of more than 47 out of 79 cases which 
showed pathological changes of paratyphoid. By cultivating sus- 
pected material for long periods in enrichment media they were able 
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1o detect bacteria in a large number of cases. Out of 4*1 outbreaks of 
paratyphoid in cattle, Francike, Standfuss and Wilkeii (1934) found 
25 due to dvblin, 11 to typhi-munum and a few to rontock. In Italy 
Strozzi (1934) found S, enteritiJis var. dubUn as the most important 
<*ausal agent of calf paratyphoid. Karsten (1933) also made a com- 
parative study of the incidence of Gaertner infection in adult catlle 
and calves. He considered that adult cattle, unlike calves, could 
discharge paratyphoid bacilli with the faeces for long periods, and 
he emphasised the danger of such dischargers to all animals that 
come in contact with them. (Uarenhurg (1933), on investigating an 
outbreak of paratyphoid infection, found apparently healthy calves 
and cows discharging (laertner baculli in the faeces. On slaughtering 
the calves three weeks later he discovered typic*al neciotic foci in the 
liver and kidneys, but failed to isolate the organisms from the intes- 
tinal contents or internal organs; but the titre of Ihe serum at first 
negative was now found to be 1:290 and 1:400. With regard to 
meat inspection, Clarenburg (1934) showed that it is extremely diffi- 
cult to obtain Gaertner baeilli from the muscles of some animals in 
which organ cultures have yielded positive results. lie considered 
the use of enrichment media (e.g. tetrathionate broth) essential for 
the recovery of Gaertner haelUi from the muscles. 

Weber (1930) regards the walls of the sionuudi and intestines as 
]:redilection sites for S. enteritidi^^^ and therefore attaches consider- 
able importance to the bacteriological examination of the mu(‘osa of 
all susjjected cases; he claims to have siu'ceeded in detecting many 
carriers by placing scra])ings from the intestinar mucosa in enrich- 
ment media, when the <*ultivatiou of faeces yielded negative results. 
He also noticed that Gaertner baeilli are frequently excreted inter- 
mittently ill the faeces and that a negative serological test may be 
obtained even when an animal discharges bacilli with the fae(*es. 
Klimmeck (1930), on studying a number of herds of cattle for para- 
typhoid carriers, found 47 adults and 39 calves positive; of the adults 
23 discharged Gaertner and 23 typhi-murium, while 33 calves 
excreted Gaertner and only 5 ti/phi-nuirinni, A very small percentage 
of the adult carriers gave a positive agglutination reaction, while 
the proportion in calves was still smaller. Knoth (1930) made a 
differential study of 5(11 strains of Gaertner baeilli obtained from 
slaughter animals, using arabinose and rhamnose broth. Bitter’s w^hey 
and Stern’s glycerine-findisin broth for his identification. lie 
included 1 strain (0-2 per cent.) in the Jena type, 12 (2*1 per cent.) 
in the Itostock type, 20 (3*6 per cent.) in the Batin type and 528 
(94 •] per cent.) in the Kiel type. 

In Fast Africa Daubney (1927) investigated a very destructive 
form of calf paratyphoid associated with lung lesions, necrotic foci 
in the liver, haemorrhagic enteritis, tumor splenis and bacteraeinia. 
He obtained organisms of the Sal monella enteritidis tvpe from the 
blood, internal organs and faeces of affected calves. In India Shirlaw 
(1935) investigated a highly fatal disease in calves caused by a 
member of the Salmonella cnterifidin group. Calves ranging from 4 
to 120 days old were affected. A tentative diagnosis of S. enteritidis 
was made purely on biochemical grounds. Hygienic factors were 
regarded to play an important role in the genesis of the disease. 
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In domeBtic mammals calf paratyphoid is by far the most serious 
and most common form of Salmonella infection. Of the 104 calf 
strains studied by me, 2 were found to be typhi^muriuniy 3 enteritidis 
and ninety-nine enteritldh var. duhlin — the latter described first by 
Bruce White (1929). The strain described by Bruce White was 
isolated by Biggar from a man alfeeted with septicaemia iollowing 
an operation on his kidney. Smith and Scott (1930) recognised this 
organism as the cause of three cases of continued fever in man studied 
by them. They considered that several of the cases of so-called 
“ Oaertner septicaemia ” encountered in man were in reality due to 
infection with the dublin type of organism. Some old laboratory 
strains obtained from outbreaks of food-poisoning, septicaemia and 
meningitis, and labelled Bact, ententidis^ were examined by them and 
found to be of the dublin type. Six strains isolated from outbreaks 
of calf dysentery in Denmark which were included in the paracolon 
group (B, paracoH) of Jensen (1913) were also re(;ognised as belong- 
ing to the dublin type. Smith and Scott pointed out that in the 
majority of cases where this organism had been isolated from man, 
milk was incriminated as the cause; they regarded it as having a 
special association with bovine animals and concluded that cows’ 
milk was the common vehicle of human infection. Bosworth and 
Lovell (1931) described three outbreaks of dublin infection in calves 
in Great Britain, where Salmonella infection is generally regarded 
to be very rare. A little later Smith (1934) recorded two fatal cases 
in children due to infection with dublin. The organisms were 
obtained from the blood, cerebro-spinal fluid, throat swabs and pus 
from the pleural sac of one or other of the patients. 

In South Africa, Hutcheon (1893) referred to a disease of calves 
in the Eastern Province of the Cape that can probably be identified 
with lewersiekte ” of Otto Henning (1894). Hut(?heon believed 
that the infection was spread from farm t6 farm by means of the 
faeces of infected calves. 

Otto Henning (1894) described the disease under the name of 
“ yellow liver ” or lewersiekte Subsequently calf diarrhoea was 
reported from different parts of the country. In 1920 1 (Henning, 
1932) investigated an outbreak near Estcourt in Natal and found 
lesions of necrotic focd in the liver and acute enteritis, but the etiology 
remained obscure until Yiljoen and Martinaglia (1926, 1928) and 
Martinaglia (1929) incriminated Salmonella enteritidis, obtained 
from the organs of affected calves as the cause of the malady. They 
regarded this organism as a frequent secondary invader affecting 
mostly calves whose vitality had been lowered by factors such as 
improper feeding, bad hygiene, piroplasmosis, and anaplasmosis. 
Martinaglia (1929) described outbreaks of Salmonella infection in 
horses, fowls and canaries as well as in calves. He discussed the 
bacteriology, symptomatology, pathology and diagnosis of the disease 
caused by a number of different strains, and classified the organisms 
almost entirely on their biochemical characters, no attempt being 
made to give the antigenic structure of the bacteria described. As a 
result of the work of Andrewes, Schutze, Bruce White, Kauffman 
and others, reliable analytic methods of serological comparison are 
now available so that I have been able to devote m^ time largely to 
the study of the antigenic structure of different strains of Salmonella 
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isolated from domestic animals in this country. But, for the sake of 
comparison, the biochemical characters of the organisms are also 
given. (Table 25.) 

During the last three years no less than 102 outbreaks of calf 
paratyphoid were recorded in South Africa and in the majority of 
these the losses were (‘onsiderable ; from these outbreaks 1 have 
obtained 102 different strains of Salmonella. According to informa- 
tion received from different parts of the country it is quite evident 
that outbreaks occur which are never reported. In many cases the 
farmer inoculates his calves with paratyphoid vaccine as soon as he 
suspects the disease, and the inoculation frequently protects the 
animals against infection. Tn other instances the vaccination has 
little or no effect in protecting calves that are exposed in grossly 
infected areas or in premises harbouring a particularly virulent strain 
of the organism. Ai one time it was thought that these apparent 
breakdowns in immunity occurred only when the vaccine was pre- 
pared from a stock strain of Salmonella (dnblin), but it was subse- 
quently found that even vaccines prepared from local strains could 
not produce an immunity strong enough to resist a natural infection. 

The disease is always most severe in very young calves, but if 
may affect calves uj) to 4 months old. All affected (;alves discharge 
large numbers of bacilli with their fae(‘.es resulting in their wholesale 
dissemination. The scourge usually commences on a farm with a 
few cases of acute diarrhoea, and during the ensuing years the inci- 
<lence of the disease may increase to an alarming extent, depending 
upon the conditions under which the animals are kept. In some out- 
breaks the infection becomes so severe that the majority of the calves 
reared on the place succumb tx> the disease. With the increase in the 
number of cases of paratyphoid the locality becomes more and more 
heavily infected resulting in the creation of a vicious circle. Farms 
uhich contain the greatest number of cattle are generally the worst 
infected. 

The habit of kraaling calves, or of kraaling the cows while the 
calves are admitted during the milking, or any procedure which 
]>ermits calves under conditions where they have to come in (*ontact 
with infected manure, favours infection. It is not known how long 
the inhnure in infecded premises will remain infective; all the avail- 
able evidence suggests that the infection persists for a matter of 
years. In 1934 I inoculated a young bovine with a virulent culture of 
Salmonella dublin (strain 154). After a severe reaction the animal 
recovered, but remained a carrier and discharged the organisms in 
its faeces for several months afterwards. Some of the infected faeces 
were collected, spread in a thin layer over a Petri dish and dried in 
the incubator for 48 hours; the dried manure was scraped out, bottled 
and placed on a shelf in the laboratory. Periodically this manure 
was tested for the presence of dahlin; this was done by inoculating 
some manure in an enrichment medium, like tetrathionate broth, 
and by spreading some of the growth obtained on MacConkey’s lactose 
bile-salt agar. After 1,069 days the last test was made and the 
manure was found to be as badly infected as at the first test. Whether 
the organisms will survive for as long a period under natural condi- 
tions in the kraal or stable manure remains to be proved, but the 
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fact that, under certain conditionfl, dublin bacilli can remain alive 
in the manure for nearly three yeara is an indication that they are 
very resistant and that dry manure from infected premises must be 
regarded as very dangerous. The possibility of calves obtaining the 
infection from the manure under natural conditions should, therefore, 
be emphasised. Moreover, when cow*s are milked in stables or kraals 
with the floors covered with manure, dry or moist, contamination of 
the milk with manure may lead to the dissemination of dublin 
through the milk; a number of European workers (see above) have 
shown that the milk of cows discharging paratyphoid bacilli with the 
faeces may be contaminated with these bacilli, and that when milk 
is infected, the infection is always obtained from the faeces and not 
from the udder. 

My observations agree with those of Daubney (1927) and Viljoen 
and Martinaglia (1928), viz., that exposure of calves lo unfavourable 
conditions and to diseases like piroplasmosis and anaplasmosis pre- 
dispose them to infection. 1 have studied several outbreaks in which 
the calves were so badly infested with ticks that their resistanc^e 
must have been lowered considerably. Sometimes there was no doubt 
that the mortality could be attributed either to piroplasmosis, 
anaplasmosis, gonderiosis, or heartwater, but in other cases the calves 
were infected with dublin as well as one or more of the tick-borne 
diseases. The role played by the latter in predisposing calves to 
paratyphoid infection must, therefore, be considerable. In some of 
the outbreaks studied by me I consider paiatyphoid as a disease per 
sCi but in many I regard the tick-borne disease as the primary cause 
of illness and the dublin infection as secondary. Moreover, the 
hygienic conditions under which the animals are kept also play a 
very important part in the genesis of the disease — particularly when 
they are frequently exposed to conditions that bring them in contac't 
with infected manure. 

Prophylactic measures for combating calf paratyphoid, there- 
fore, should entail the systematic eradication of ticks as well as the 
application of rigorous hygienic measures in all premises where 
(ialves are raised. 

All excreta and infected carcases should be properly disposed of, 
and healthy calves should be removed from the infected premises to 
clean surroundings. Vaccination, although a useful method of pro- 
phylaxis, cannot be relied upon solely ; its value is greatest when it 
is used in conjunction with the applb^ation of suitable hygienic and 
tick eradication measures. But, as vaccination against calf para- 
typhoid forms the subject of another paper which is being prepared 
in collaboration with other workers at Onderstepoort, it will not be 
discussed here. 

From these records it is clear that Salmonella^ are common 
pathogens of calves in different parts of the world, generally setting 
up symptoms of septicaemia, acute diarrhoea, pneumonia, and 
meningitis with lesions of haemorrhagic enteritis, broncho-pneumonia, 
tumor splenis, necrotic foci in the liver and kidneys, and meningitis. 
In the vast majority of outbreaks described, S. enteritidis is incrimi- 
nated as the cause of the disease ; but, apart from the work of Bruce 
White (1929), Smith and Scott (1930), Bosworth and Lovell (1931), 
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Smith (1934), Kauffiiiaini (1935b, 1935c) and a few others, the identi- 
fication of the orjjfanisiu was not based on its semlofi^ical characters. 
On the basis of a series of aj^pfliiti nation absorption tests carried out 
with all the strains of Salmonella obtained from calves in South 
Africa, I have been able to recoj^nise the orw-anisin responsible for 
each outbreak. The results of these tests are »*iven in Tables J, 2 
and 3. 


(2) The Teciiniqi'e Employed. 

The material studied was obtained from different parts of the 
country. Jn most (^ases it w^as composed of or^an specimens (liver 
and spleen) sent to the laboratory in 50 per cent, ^^‘lycerine; some- 
times fresh faeces or faeces sent in glycerine w^ere submitted for 
examination. Occasionally a sick animal was available for investi- 
f^ation. Til addition several (ultures made from fowls by Mr. 
J, 1). \V. A. Coles, (^hief of the Department of Poultry Diseases 
at ()nder8te])oort, were studied. These are described in Section VI. 
Most of the material was obtained from ])laces 100 to 800 miles 
away from the laboratory so that it was not possible to visit 'more 
than one or two infected farms. As routine jireventivc* inoculation 
of all calves in areas infected with paratyphoid was ji-enerally 
carried out, it was not jiossilile to obtain si<*k calves for observation 
that had nol lieen previously inoculated with ])araty])hoid vaccine. 

Eor the identification of Salmonella types the technique advised 
by Scott (1934) and modified by me was ususally employed. Speci- 
mens of suspecte<I material (blood, liver, spleen, faeces) were spread 
directly on Macf'onkey's lactose bile-salt a^ar in Mason tubes 
(Mason 1933) — Scott used Petri plates. Generally it is advisable to 
dilute some of the material in saline or broth before it is spread 
on the Mact'onkey. In this way isolated (*olonies will be obtained 
more easily. In addition material (especially faeces) is inoculated 
into an enrichment medium, e.^^. tetrathionate broth or 1 per cent, 
peptone water containing brilliant f^reen (1 in 150,090). After 18 
to 24 hours inembation the Mason tubes are examined and the en- 
ri('hed cultures are spread on dry Mact^onkey a^»‘ar. The characteris- 
tic pale, finely structured Salmonella colonies are picked from the 
tube which is fre([uently crowded wdth colonies of lactose-ferment- 
ing 7i. coli; sometimes colonies of late lactose fermenting or non- 
lactose fermenting B, roh, B. pijovuancns and /i. 2)rotens are seen — 
these should be avoided and should not be confused wdth Salmonellaa, 
The suspected Salmonella colonies are now^ subjected to an agglutina- 
tion test. A portion of a suspected colony is picked and emulsified 
in a loopful of group serum (e.g. European vholerae-snis serum) 
and in a loopful of type serum (e.g. e uteri tulis serum) on a glass 
slide, the dilution of the serum depending on the titre — about 1 
in 50 if the titre is 1:5,000. A number of the suspected colonies 
ere emulsified each in two separate loopfuls of diluted sera (group 
and type); the amount of serum carried over from the one to the 
other drop is too small to confuse the reaction. 

Some of the colonies may agglutinate with one or other of the 
two drops of serum ; while others may fail to agglutinate with either, 
or may exhibit a mere trace of agglutination. Organisms which 
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occur in the specific phase will react with their own tyne sera, while 
those that happen to be in tlie non-specific phase will agglutinate 
with a group serum. When a reaction occurs a characteristic 
flocculation is seen which is readily distinguished from non-specific 
salt agglutination of Hough variants. Moreover, in a positive test 
flocculation will occur only in the one drop and not in the other, 
whereas in the case of salt agglutination clumping will be observed 
in both. A good hand lens and a dissecting microscope are very 
useful during the fishing for colonies as well as for the study of the 
reaction. Colonies that have given a positive reaction are picked, 
subcultured and studied further. 

“ Pure ’’ type-specific sera can be prepared by inoculating 
rabbits with G to 8-hours old broth cultures of Ihe organism in the 
specific ])ha8e. But as these sera always contain a certain amount 
of group agglutinin, preliminary absorption of the latter with an- 
other Salmonella containing the same group phase, but another type 
phase, is recommended. If typhi-mtirium serum, for example is 
absorbed with a mixture of pnratpphi^B and rholem-svis, the grouj) 
agglutinins will be removed leaving a pure type serum-dilution. 
If the organisms used for the absorption contain the same somatic 
antigen (e.g. paratypliL-B and tpphi-vmrinm) the “ 0 ’’ agglutiniiis 
will also be removed ; thus j)reveniing them from interfering with 
the reaction. The “ pure type serum will contain only type agglu- 
tinins, but neither '‘O’’ nor group agglutinins. For routine diag- 
nosis a set of re])resentative type-specific sera should be available*, 
e.g. 'paratpphi^B, tpphumurium, cholera^sms, new port, thompaon, 
poUdam, bovis-morbijicana^ typhi^ enteritidis and L2 sera. If a 
suspected colony gives a characteristic reaction with only one of 
these sera, a preliminary diagnosis is made and the culture (d)tained 
from it is studied further by means of agglutination absorption 
tests. If group serum is used, colonies occurring in the group phase 
will be detected. Occasionally more than one type Salmonella is 
present in the culture (mixed infection), but the second organism 
IS not likely to be missed as l(»hg as a reasonable number of colonies 
is examined. 

Sometimes, when diphasic Salmonellas are studied, there may 
be some difficulty in demonstrating the existence of specific-phase 
colonies, if colonies in the group phase predominate. On repeated 
sub-cultivation of the latter, however, an occasional colony occurring 
in the specific phase may be detected. But in* cases like European 
choleraesvisy where the organism occurs permanently (?) in the group 
phase, phase dissociation will not readily take place. 

For the acceleration of phase dissociation Scott (1934) 
recommends the use of broth containing approximately 15 per cent, 
group serum. Group colonies cultured in this medium yield a 
culture with a clear supernatant fluid and a dense deposit after 18 
hours’ incubation. On repeated sub-cultivation in group serum- 
broth, a turbid supernatant fluid may ultimately be obtained. If 
this turbid culture is now plated, most of the colonies resulting will 
be in the specific phase. Sometimes as many as 10 or 12 passages 
may be necessary before the phase dissociation becomes apparent. 
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Scott's technique was improved by Wassen (1935) and Bruner 
and Edwards (1939a and b). 

The differentiation of monophasic organisms, like enteritidis 
and the members of its subgroups, can be carried out on similar 
lines. The specific pruiii is absorbed so that only the agglutinin 
factors not present in the sera of the other types are left. For 
example, by absorbing enteritidis serum w^ith the type mosrow, 
agglutinin factors //.o. of the Kauffmann -While Schema (1934) are 
removed, leaving factor m which is exclusively present in enteritidis. 
Several of the other members can be purified by absorption with 
enteritidis which removes factors g.o,m, 

A pure culture of the slrain studied was obtained either ])y 
picking single colonies from three sm^cessive generations of the 
culture on agar plates, or by single-celling the culture according 
to the method described by Mason (1936). Saline and thermo- 
agglutination tests, as well as the shape of individual colonies were 
studied for evidence of roughness. TTnless indisputably smooth 
(jolonies could be obtained the culture w^as discarded. Only a few 
strains isolated from organ material (liver or spleen) were foufid to 
be comj)letely rough; but several cultures obtained from faeces of 
infected or carrier animals turned out to be rough. All the strains 
studied behaved m(»rphologically and culturally like typical 
Salmonvlhis, 

Preparation of anfipens . — For the preparaticpi of agglutinating 
suspensions the technique employed is that described by Lovell 
(1932). For “ () ” suspensions a smooth strain of the organism is 
grown on agar contained in Mason tubes (Mason, li)33) for 24 hours 
at 37^ (^, the inoculum used being obtained from agar slope 
cultures. The growth is washed off with 93 per cejit. alcohol ami 
heated in a waterbath at 36® V. for 2 hours. After the 8usj)eusion 
has been centrifuged and the alcohol poured off, the deposit is re- 
suspended in about one cubic centimeter of distilled water, before 
it is made up in saline to the opacity required. For preserving the 
antigen, Bruce White advises the addition of 66 per cent, of 
glycerine to the thick suspension in distilled w’ater; this mixture is 
diluted in saline when required for use, the density of the antigen 
being approximately a thousand million organisms ])er cubic centi- 
meter. 

H suspensions are prepared by growing a motile strain of the 
organism in broth at 22® (). for 18 hours or at 37® (L for 6 to 8 
hours. Frequently the ciulture is merely left standing on the* 
laboratory bench over-night, during which period a suitable density 
is usually obtained. In the case of diphasic members of the group 
it is esvsential to pick colonies in both the specific and non-specific 
phases, and to i)repar(‘ broth suspensions from each one. In order 
to obtain well separated colonies a small anioupt of inoculum is 
spread on fairly dry agar in Mason tubes and incubated over-night. 
Next morning about a dozen or more suitable colonies are selected 
and numbered; half of each colony is picked and imxuilated into 
broth, and then transferred to the incubator for alnjut 5 to 6 hours, 
while the Mason tubes are placed in a refrigerator to prevent further 
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giowth and diKSociation of the colonies. Alternatively the colonies 
are Picked and each one is seeded into duplicate tubes of broth. After 
incubation the one tube is stored in the refrigerator, while the dupli- 
cate is tested. It is seldom necessary to incubate the broth tubes for 
more than 5 or 6 hours ; if a suitable density is obtained the cultures 
are killed by the addition of formalin to a (;oncentration of 0*25 per 
cent, and heating at 57® C. for two hours. Two parallel rows of 
Dreyer tubes luv now platted in a rack; to each of the tubes in the 
one row 0*5 c.c. type seruiu dilution is added, and to each of the 
lubes of the other row a similar amount of diluted group serum is 
added; this is followed by the addition of 0*5 c.c. of the suspension 
from each of the broth cultures to a tube of serum dilution in each 
row. The rac k is placed in a waterbath at 66® 0. The cultures that 
are agglutinated by the type serum occur in the type phase and have 
been obtained from colonies in that phase, while the suspensions 
that flocH'ulate with group serum have been obtained from group 
phase colonies. The kind of antigen, type or group, required (*an 
now be prepared by inoculating broth with the remaining half of 
the (tolony in the Mason tube, meanwhile stored in the refrigerator. 
In order to reduce the lag phase in the growth cd' the cultures the 
broth tubes are placed in a water-bath at 40® C. for about 10 minutes 
before incubation. 

Group and type phase colonies may also be recognised by testing 
them in ciroplets of group and type serum on a glass slide according 
to the method described by Scott (1934). 

“ H ” suspensions are made up to a density of approximately 500 
million per cubic centimeter and “O’’ antigens up to roughly 
1,000 million per cubic centimeter. 

Agglutinating sera are prepared by injecting rabbits intravenously 
with killed bacteria 4 or 5 times at 3 or 4 day intervals. For mixed 
“ H ” and “ 0 “ sera, the antigen used is a saline suspension of 
an eighteen hours old agar culture. The organisms are also killed 
by the addition of formalin to make a concjentration of 0*25 per cent, 
and heating at 57® C. for two hours. For the preparation of type 
and group sera the organism in the required phase is grown in broth 
for approximateily 0 hours and killed before injection. But the type 
sera obtained always (jontain a certain amount of gmup agglutinins 
which should be removed by means of an organism occurring in the 
group phase, or by one wdiich has the same group but a different 
type phase. Group phase sera are also seldom “’pure but purifi- 
cation is far more difficult on a<*count of the presence of some 
similar group factors in all group antigens. 

Vor the preparation of “ 0 “ antisera the antigen consists of 
a boiled saline suspension of an eighteen hours old agar culture. 
The first dose given is usually about 100 to 200 million bacteria 
pspended in 1 c*c. of saline. Subsequent doses can be gradually 
increased until a final dosage of approximately 600 to 1,000 million 
bacteria is reached. The administration of larger doses does not 
appear to be justified. It is seldom necessary to give more than five 
or six injections; too many injections are liable to produce sera of 
titres too high for easy absorption work. 
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Agglutination tests are eurried out in Dreyer tubes placed in a 
water-bath at 65® C., the lower half of the tubes being immersed in 
water. The agglutination of “ H ” suspensions resiilts in the 
formation of coarse, loosely arranged floccules within a very short 
time, reaching its maximum in about 2 to 4 hours. The clumping 
of “ 0 suspensions occurs more slowly and is characterised by the 
formation of fine granules; this is best seen after the tubes have been 
standing in the water-bath overnight. 

Saline dilutions of the serum to be tested are generally made in 
a series of dilution tubes. From these the serum dilutions are 
transferred to Dreyer tubes in 0*5 v,v. amounts. A similar amount 
of antigen is added to each tube. For “ H ” agglutination the 
tubes are read after standing for about 2 hours in the water-bath 
and for ‘‘ 0 ” agglutination the readings are taken on the follouung 
morning. 

For alworption tests the absorbing organism is grown on agar 
in Mason lubes for about 24 hours. The agar is })oured fairly thick 
into the Mason tubes so as to furnish a good growth. After the 
agar has properly set the Mason tubes are placed flat in a ( upb()ard 
for about 3 or 4 days in order to allow most of the water of conden- 
sation to evaporate; alternately the tubes are put in the incubaior 
overnight. Unless some of the water of (‘ondensation is evaporated, 
the surface of the agar will be too moist, and the excessive fluid on 
the surface of the agar will interfere with the subsetpieni removal 
of the growth. The seed material is either a fresh agar or broth 
culture of the organism. If the surface of the media in the Mason 
tubes is still moist a loopful of inoculum from the agar slant is 
preferred, but if the surface is dry a couple of drops from the broth 
culture should be used. As a rule, however, a thicker growth is 
obtained if a large ainount of inoculum is used. The seed material 
is si)read by means of a blunt, slighfly bent Pasteur jupette flamed 
before use. After 24 hours’ incubation a fairly thick homogeneous 
growth will be obtained <m the surface of the agar. By using Mason 
tubes instead of Petri plates for culturing the organism the risk of 
contamination is reduced to a minimum; whereas contamination of 
Petri plates kejit in the incubator overnight is not uncommon. 

The serum to be tested is diluted to the concentration required; 
when the “ H ” litre is about 1 1 5000 a serum dilution of 1;25 «>r 
1:50 is recommended. The desired amount of serum dilution is 
measured into a thick <*entrifuge tube. By means of a Pasteur 
pipette, approximately 25 c.m. long, with an open loop at the 
capillary end, the growth in the tuln^s is scraped off and emulsified 
with the serum dilution along the inside of the centrifuge tube ; but 
great care should be taken that all the clumps of bacderia are 
properly broken up, so that the organisms are well distributed 
throughout the liquid. The suspension is now placed on the bemdi 
for an hour or more and shaken every now and then so as to ensure 
thorough mixing of the bacteria and the serum. Although the 
absorption is usually complete after an hour of two on the bench, 
the suspension is preferably kept in the refrigerator overnight and 
centrifuged the next morning at about 2,000 revolutions per minute 
for one hour. The clear supernatant fluid is removed with a pipette 
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and tested. Sometimes, especially with high titre sera, better results 
are obtained if the absorption is performed in stages; i.e. part of 
the. antigen is mixed with the serum dilution at first, while the rest is 
emulsified in the same fluid after it has been centrifuged an hour 
or two later. 


(3) Serology. 

In Table 1 are given the results of agglutination and absorption 
tests that were ol>tained with cultures 154, 217 and 216 on the one 
hand and duhlin (Knox) and enteritidu M.7. on the other hand. 
The tests carried out with cultures 154 and 216 were complete 
bilateral (mirror) absorption tests, while the one performed with 
culture 217 was a unilateral absorption. Complete mirror absorption 
tests were also carried out with cultures 170, 171, 173, 175, 198, 203, 

295 and 430. The results obtained were identical with those given 
for culture 154 (Table 1) and, with the exception of those 
relating to culture 430 (Table 3), are not lecorded separately in this 
paper. 

Cultures 418 and 290 reacted the same way as culture 216 but the 
records of their tests are not given; they are regarded as identical 
with culture 216 serologically. The results obtained with culture 
190 are given in Table 2; actwding to a one-sided absorption test 
performed with culture 502 its antigenic structure is apparently 
similar to that of culture 190 (see below). Unilateral absorptions 
were also carried out with the other 87 calf strains against aublin 
(Knox) serum; the results obtained with these show that they are 
identical with culture 217 and are therefore not lecorded here. 

The records of Table T show that Sahrufuella enferitidis var. 
duhlin (Knox) absorbed all the agglutinins (“ 0 and “ 11 ”) from 
154 serum as well as from the homoilogous serum, while culture 154 
exhausted both its own serum and duhlin serum; enteritidis M.7., 
while completely removing all the agglutinins from the homologous 
serum, absorbed only the 0 ’’ agglutinins from 154 serum, leaving 
its II ’’ titre practically unchanged; in the same way, culture 154 
exhausted only the 0 ” agglutinins from enteritidis serum without 
materially reducing the H titre of the latter. These results, 
therefore, demonstrated that culture 154 has the same “ 0 ” antigen 
as enteritidis and duhlin, and an ‘‘ H antigen similar to that of 
duhlin. Although culture 154 was agglutinated by enteritidis serum 
up to full titre, and although enteritidis was fully flocculated by 164 
serum, enteritidis could not appreciably lower the “ H ’’ titre of 
154 serum and (culture 154 failed to remove the’ ‘‘ H agglutinins 
from enteritidis serum. 

According to the Salmonella Sub-committee of the Nomenclature 
Committee of the International Society of Microbiology, S. enteric 
tidis var. duhlin is composed of the following antigenic factors: — 
0 IX; and H '' ap 0 factor XII has been added subse- 
quently by KauSmann (19355). As strain 164 is identical with duhlin 
its antigenic structure is made up of the same components. Mirror-* 
ab 80 i*ption tests performed with strains 170, 171, 173, 176, 198, 203, 

296 yielded the same results as strain 154; they are, therefore, also 
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identical with dvblin and posHess the same antigenic factors. The 
experiments carried out witn strain 217 and the other 87 straiiA not 
recorded in Tables 1 and 3 also demonstrated that these strains 
resemble duhlin antigenically. In Table I it was shown that strain 
217 exhausted duhlin serum as completely as this w^as done by duhlin 
(Knox). 

Willi regard to strain 216 the results in Table 1 show that it 
completely absorbed enterit/idis M.7. serum as well as the homologous 
serum, whereas enteritidis M.7. exhausted agglutinins from both 216 
serum and its own serum. On the other hand, strain 216 failed to 
reduce the H titre of duhlin (Knox) serum but removed all its 
‘^0^’ agglutinins. Enteritidis M.7. and strain 216 must, therefore, 
be regarded as identical, both containing the same antigenic factors 
viz. 0 **, IX (XII), and ‘‘ 11 gom. Complete reciprocal absoip- 
tion of the 0 ’’ agglutinins of duhlin (Knox) and strain 216 sera 
was effected by cultures of these two organisms on account of the 
existence of identical 0 ” factors in them; but the “ H ” antigenic 
coiuoonents, although cross-agglutinating to full titre with the two 
ser*., were not sufficiently related to reduce th(^ “ II ” titres of the 
sera. The cross-agglutination observed between the “ H antigens 
of strain 216 and duhlin^ of strain 154 and enteritidis M.7. and the 
cori’esponding sera, took place by virtue of the presence of factor 
y in the antigenic* complexes of both types. Cross-absorption 
removed only this factor, leaving the other components undisturbed, 
hence the high ‘‘ H ” agglutinin titre of the absorbed sera. 

The antigenic structure of strain 190 was found to differ com- 
pletely from that of both duhlin and enteritidis, hut it was readily 
agglutinated by typhi-murinw 0 ’’ and type sera as well as by a 
group serum (e.g. cholerae-suis var. Kunzendorf serum). In Table 
2 the records of an absorption test between strain 190 and typhi- 
wurium are given. The results show that strains 190 not only 
removed all the type, group and ‘‘ 0 ’’ agglutinins from the homo- 
logous serum but also from typhi-murivm ((Jlasgow) serum, while 
typhi-murium (Glasgow) exhausted all the agglutinins from its own 
serum as well as from 190 serum. It is evident, therefore, that the 
antigenic structure of strain 190 and typhi-murium (Glasgow) are 
identical. According to the Salmonellas Sub-committee of the 
International Society of Microbiology, the following antigeni( 
components have been assigned to typhi-muriuni : — “0*' IV, V 
and H ’’-specific, /, “ H ’’-non-specific, 1, 2, 3. According to 
Table 2 the same assignment should be allotted to strain 190. ' 

A one-sided absorption test was performed with another 
diphasic strain of Salmonella (culture 502) also isolated from a calf 
that had died from paratyphoid. Typhi-muriwrn (Glasgow) serum 
was used for the test. The result was that vulture 502 completely 
removed all the “ 0 ” type and group agglutinins from typhi- 
muriuw serum. Culture 502 therefore contained the same antigenic 
components as typhi-inuriurn (Glasgow). 

The results recorded above cdearly demonstrate that Sahnonella 
enteritidis var. duhlin is by far the most common cause of (*alf 
paratyphoid in South Africa. Of the 102 strains studied only t^o 
proved to be S, iyphi^turium, three were classified as *S. enteritidis 
and 97 were grouped under S, enteritidis var. duhlin, 
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Table 2. 

Typhi-murium (Glasgow) serum absorbed by typhi-rmrium 
(Glasgow) and by strain 190. 

Strain 190 serum absorbed by typhi-murium (Glasgow) 
and by strain 190. 


Antigen. 

Typhi- 

murium 

Serum 

Absorbed 

by 

Typhi- 

murium 

(Glasgow). 

Typki- 

murium 

Serum 

Absorbed 

Strain 

190. 

Typhi- 

murium 

Un- 

absorbed. 

190 

Serum 

Absorbed 

by 

Typki- 

murium 

(Glasgow). 

190 

Serum 190 

Absorbec Serum 

by Un- 

Strain absorbed. 
190. 

Typhi-murium “0” 
Typhi-murium tyjie 
Typhi-murium 
group 

0 

100 

0 

0 

100 

0 

1,600 

100,000 

25,600 

0 

0 

0 

0 1,600 

0 6,400 

0 3,200 

Strain 190 

0 

0 

1,600 

0 

0 1,600 

Strain 190 type. . . 

100 

100 

100,000 

0 

0 6,400 

Strain 190 group. . 

0 

0 

26,600 

0 

0 3,200 


0 = less than 1 : 100. 


The antigenic properties of another strain, culture 430, isolated 
from the blood of a Native should also be recorded. The Native with 
a number of others had partaken of the meat of a calf which was 
suspected to have died from paratyphoid. Several of the Natives 
became violently ill and one, a woman, died from septicaemia. The 
blood of this woman was submitted to me for investigation and a 
Salmonella, strain 430, was isolated from it after enricdiment in 
tetrathionate broth. Unfortunately no meal or part of the suspp(*ted 
carcass was available for bacteriological study (Henning 1938). 


Tablr 3. 


Antigen. 

Dublin 

Serum 

Absorbed 

Du^in, 

Dublin 

Serum 

Absorbed 

by 

Strain 

430. 

DuMin 

Serum 

Un- 

absorbed. 

430 
Serum 
Absorbed 
by . 
Dublin, 

430 
Serum 
Absorbed 
by i 
Strain 
430. 

430 

Serum 

Un- 

absorbed. 

Dmn “O’* 

0 

0 

1,600 * 

0 

0 

800 

IhMin “H” 

100 

100 

26,600 

100 

100 

60,000 

430 “0“ 

0 

0 

1,600 

0 

0 

800 

430 “H” 

100 

100 

25,600 

100 

100 

60,000 


0 « less than 1 : 100. 
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Cultures of strain 430 were readily agglutinated by duhlin 
H’’ and 0 sera; cross-agglutination and cross-absorption tests 
were, therefore, carried out «s shown in Table 3. 

The results show that strain 430 absorbed all agglutinins (“ 0 
and H ’*) from dublin serum as well as from the homcilogous 
serum, while duhlin in the same way completely exhausted both 430 
serum and its own serum, nie presence of the small residues of 
unabsorbed agglutinins in both the duhlin and 430 sera can be 
attributed to the high titres of the sera used for the test. 

Strain 430 should therefore be regarded as another strain of 
Salmonella enUritulis var. dublin, containing the following 
antigenic components: — “0”, TX (XII) and “ H” ()p. 

For fermentation reactions see Table 


SALMONELLA INFECTION OF SHEEP. 

In a recent paper (Henning 1930) I pointed out that Sahnonella 
infection is not very (‘oiinnon in sheep and that food-iwisoning in 
man associated with mutton is comparatively rare. It is true that 
shortly after the Great War a very severe outbreak of food-poisoning 
was described in Germany by Fickinger (1919) and by Bruns and 
Gasters (1920). The source of the infection was traced to sheep, 
several of which were einergem^y -slaughtered in order to save the 
carcasses for human f(H)d. Organisms described to be of the 
“ l^iraty])hosus B ” type were isolated from the suspected mutton as 
well as the stools of the patients; but Bnne Whit»^ (1929) regarded 
the organisms incriminated us S. iy phi- murium. Seveie outbreaks of 
Salmonelhf infection in sheep have also been described in America. 
Jordan (1925) reported an extensive epizootic of dysentery in lambs 
in Colorado and found the causal agent to be S. typhi-murium, while 
Newsom and Cross (1924, 1930, 1935) investigated several outbreaks 
of gastro-enteritis in lambs caused by the same orgfiuism ; Newsom 
and Cross regarded the long railway journeys the lambs had to make 
and the long periods of fasting as predisposing factors; typhi- 
7 nurium were obtained in pure culture from the heart blood and 
spleen of the atfected lambs. The most common pathogenic 
Salmonella for sheep, however, is S. abortus ovis. This organism 
has been described by several workers in Europe, but it has not yet 
been recorded in South Africa; it was first described by Schermer 
and Ehrilich (1921), and later by Stephan and Geiger (1922), 
Bosworth and Glover (1925), Miessner and Baars (192T), Ijovell 
(1931), Bosworth (1933) and Ijesbouyries et nl. (1933). 

Although several cases of suspected paratyphoid in sheep have 
been reported from time to time verv little is really known of the 
incidence of the disease in South African sheep. So far only two 
authentic cases of Salmonella infection in sheep have been studied 
in this country; both strains have been isolated by Dr. J. H. Mason 
at Onderstepoort, and handed to me for identification. The 
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serological characters of the one were recently described in full 
(Henning, 1936). As its “ 0 ” antigen was shown to differ from the 
somatic antigen of nil previously described Salvwnellas, it was 
admitted to species rank in compliance with the recommendations of 
the Salmonella Sub-committee of the Nomenclature Committee of the 
International Society of Microbiology (1934) ; in accordance with the 
suggestions of the Sub-committee, this organism was called 
Salmonella onderstepoort. 

Serology. — The conclusions drawn regarding the specificity of 
S. ond.erstepoort were based on the following information condensed 
in Tables 4, 6a and 6. 

agglutination, — Cross-agglutination tests were performed 
with the heat-stable “ 0 antigens and 0 sera of the Salmonella 
types given in the Kauffmann- White schema of the Salmonella Sub- 
committee, 08 well as with the two newer types S, aherdeen (Smith, 
1934) and S, poonae (Bridges and Scott, 1936). ITie results are 
recorded in Table 4; negative reactions are not given. Although 
Onderstepoort serum agglutinated Senftenherg 0 ’’ suspensions to 
nearly full titre, Senftenherg serum barely agglutinated Onderste- 
poort “0^’ antigen at a dilution of lIlOO. Onderstepoort serum 
also gave a trace of flocculation with the ‘‘ 0 antigens of 
Pavatyphi-A and Ententidis. But the titre of Onderstepoort seiiim 
remained unaltered after absorption with either Senftenherg^ 
l^aratyphi-A or Enteritidis, On the other hand, Onderstepoort did 
not appreciably reduce the titre of Senftenherg, These results iJearly 
show that Onderstepoort possesses an “ 0 antigen which does not 
correspond to that of any other Salmonella previously described. 

H ” agglutination, — An Onderstepoort culture was plated on 
a Mason tube so as to obtain a number of individual colonies. These 
were tested against several type sera and against cholerae-suis 
(European) group serum. Some (‘olonies were flocculated by the type 
sera of Reading^ Newport^ Anatuni, while others were agglutinated 
by cholerae-suis group serum. These type-phase and group-phase 
(olonies were now sown into separate tubes (or flasks) of broth and 
grown at room temperature for 18 hours, or at 37® C. for 5 to 6 hours; 
the cultures were killed by formalin (0*26 per cent.) and heat at 57® 
C. for 2 hours, as described above. On the other hand, Onderstepoort 
serum agglutinated to full titre broth cultures of the type phases of 
iiewport, reading and anatum, and broth cultures of the group phases 
of cholerae^suis, reading, sendai, paratyphiAL A strong agglutina- 
tion was obtained between onderstepoort serum and those antigens 
containing factors e.h of the Kauffman-White schema; when antigens 
containing only factor e, but not A, (e.g. potsdam and brarulenhurg 
were used the agglutination titre was much lower (Table 5A). 
Onderstepoort type serum (titre l! 6,400), also gave a low agglutina- 
tion with the H antigens of moscow (ll400), senftenherg (ll400), 
rostock (1:200) and derby (1:200) but not with dublin; moscow and 
derby sera also gave a weak flocculation (1:100) with onderstePoort 
type suspension, but senftenherg, derby and duhlin sera had no effect 
on it. 
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On performing absorption tests (Table 5A) the specific phase of 
either reading, new^wrt or anatum lowered the titre of onderstepoort 
type serum from 6,400 to 200, while the specific phase of onderstepoort 
was not able to exhaust the type sera of newport and reading com- 
pletely. These results show that, although the type factors e»h, of 
reading, newport and anatum are fairly well represented in onderste^ 
poort, complete absorption could not be effected. Whether this is 
due to the presence or absence of a minor extra factor, or due to the 
existence of a small residue of group agg^lutiuin in the absorbed 
sera, remains to be seen. 

The non-specific phase serum of onderstepoort (titre 1:25,600) 
agglutinated various group antigens up to different titres (Table 6). 
On absorbing onderstepoort group serum with binns or n>ewport (group 
factors 1, 2, 3) the titre for onderstepoort antigen was reduced from 
25,600 to only 12,800, and for the group phases of L2 and anatum 
(group factors 1, 4, G) the reduction was from 1,600 to 400. L2 and 
to 3,200, removing all group agglutinations for binns as well as for 
L2 and anatum. When this partly absorbed serum was further 
absorbed by moiiophasic cholerae-suis the titre was further reduced 
to 800. By absorbing unabsorbed onderstepoort group serum with 
cholerae-suis the titre was lowered from 25,600 to 800, and simul- 
taneously all the group agglutinations for binns, anatum and L2 were 
exhausted. The group phases of reading and sendai (factors 1, 4, 5) 
also lowered the titre of onderstepoort group serum from 25,600 to 
800. 

These results suggest that the reduction in the titre of onderste- 
poort serum effected by the group phases of Irinns and newport was 
caused by their group factor 1 ; that the reduction produced by L2 
and anatum can be ascribed to their group components 1 and 4; and 
that the almost complete absorption brought about by the non-specific 
phases of cholerae-suis, reading and sendai shold be attributed to 
their group factors 1, 4, 5. It is evident that onderstepoort contains 
group factors 1, 4, 5 and not 2, ,3, 6. The unabsorbed agglutinins 
left after absorbing cholerae-suis serum with onderstepoort can be 
ascribed to group factor 3 contained in chohrae-suis ; but the presence 
of the residue left after absorbing reading group serum with onder- 
poort cannot be explained, nor is it clear why cholerae-suis, reading 
or sendai failed to exhaust onderstepoort serum completely unless 
onderstepoort contains an extra group factor. 

According to the information recorded above Salmonella onder- 
stepoort possesses an H specific antigen which corresponds largely 
to the factors c.A. of reading, newport and anatum, and it contains 
a non-specific antigen which is very closely related to that of reading 
and paratyphi^ (factors 1, 4, 5), But onderstepoort failed to exhaust 
completely the specific sera of reading, newport and anatum, or the 
non-specific sera of reading or cholerae-suis (European). On the 
other hand, the specific phases of reading, newport or anatum could 
not absorb all the specific agglutinations from onderstepoort type 
serum, while the group phases of reading, paratyphi-C or cholerae- 
suis did not remove all the poup agglutinations from onderstepoort 
group serum. It is not quite clear how to explain the residue of 
unabsorbed agglutinins left after these absorptions; it is possible 
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that the specific serum contained a small amount of group agglutinin 
after absorption with organisms in the specific phase^ or &at the 
specific phase of onderstepoort possesses some factor that is lacking 
in the type factors e,h. of reading, newport and cmatvm, or that the 
specific factors e.A. contain some component that is not present in 
the type phase of onderstepoort. 

The 0 antigen of onderstej)oort exhibited characters which 
do not correspond to those that have been described for any other 
member of the Salmonella group of bacteria and the numeral XIV 
has been assigned to this new “ 0 factor. 

Kauffiriann (IJKtT) would not accept my assigiiiiient of specific; 
factors e.li, to onderstepoort. He agrees that factor e is common to 
onderstepoort, and or^janisnis like easfhourne, which contain com- 
ponents e.h. and he claims to have succeeded in completely exhausting 
the specific agglutinins from onderstepoort serum by means of a 
strain of easthovrne which occurs oiilj" in the specific phase, while 
onderstepoort failed to remove all the specific agglutinins from east- 
hoxmie,. He does not agree, therefore, that onderstepoort contains 
factors e.h. and he assigns specific factor c ... to onderstepoorU 

In my previcms paper (Henning, 19»}0) T made the following 
conclusions: — “ A new type of Salmonella has been described, w’hich 
it is proposed to name Salmonella onderstepoort. The ‘ H ’specific 
antigen corresponds largely to factors e.h. of reading, newport and 
amttum. Although cross-agglutination to full titrc occurred, com- 
plete cross-absorplion could not be alferted. Apparently the specific 
factors e.h. contain some component which is lacking in the type 
phase of onderstepoort, while the specifi(* phase of onderstepoort 
possesses some factor in addition to /?.//.” 1 proposed the following 

antigenic ^•omponents for onderstepoort : — 

‘ 0 ’ antigen XTV. 

^ H ’ antigen (specific) e.h. but there is probably some 
small portion of e.h. which is la(;king in onderstepoort and 
apparently onderstepoort contains a small addition factor 
which is lacking in e.h. 

‘ H ’ antigen (non-specific) 1, 4, b plus an additional 
factor which does not occur in S. eholerae-snis, S. anatuni or 
Binns ”. 

In view of Kauffmanirs findings I repeated some of the tests 
which I had j)reviously j»erformed with onderstepoort. Unfortunately 
I did not have available a strain of easthoxime which occurs only in 
the type phase, and all the strains of rending, nexrport and anatwm 
of my collection were definite'ly diphush;. Kven the strains of 
nsxvport var. Kottbvs labelled “ specific phase ” and a strain of 
Chester also labelled “ specific ” were found to contain both phases. 
I had to rely, therefore, on my available strains for the tests. 

The results obtained are given in Table 8, and they confirm 
ray previous findings. The specific phase of neityort var. Kotthvs 
reduced the titre of onderstepoort type serum from 3,200 to 200, 
while the type phase of nevyport lowered it to 400, and anatum var. 
Muenster decreased it to 300. On the other hand, the type phase 
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of onderstepoort reduced the titre of the specific agglutinins of new^ 
port var. Kottbus serum from 3,200 to 200, of newport from 2,000 
to 400 and of Muenster from 12,800 to 1,600. Accordingly, the 
specific phase (factors e.h.) of newport and newport var. Kottbus 
could not remove a small residue of agglutinins from onderstepoort 
serum, and onderstepoort failed to exhaust a small residue of 
agglutinins from both nmoport and newport var, Kottbus sera. 

Table 7. 



Typki- 

Typhi. 

Typhi. 

murium 

Serum 

234 

234 


Antigen. 

murium 

Serum 

Abflorbefi 

murium 

Serum 

Absorbed 

Serum 

Absorbed 

Serum 

Absorbed 

„by 

Strain 

234. 

234 

Serum 

Un- 

absorbed. 

by 

Typhi. 

murium. 

by 

Strain 

Un- 

absorbed. 

Typhi- 

murium, 


234. 




Typhi-murium “O’* 

0 

1 

0 

1,600 

0 

0 

800 

Typhi-murium type 

200 

200 

100,000 

0 

0 

6,400 

Typhi-muriumgvoup 

100 

100 

50,000 

0 

0 

3,200 

234— “()** 

^ 1 

0 

1,600 

0 

0 

800 

234— tyi»e 

200 j 

200 

100,000 

0 

0 

6,400 

234 — group 

100 j 

100 

! 

60,000 

0 

0 

3,200 


The Hpecific and non-specific “ H ’* agglutinins of typhi^vmrium could not he completely 
exhausted on account of the high titrt) of the unabsorb^ serum. 

0 = less than 1 : 100. 


Moreover, onderstepoort type antigen was barely agglutinated 
by the serum of abortus-equi (factors e^x) at l!400, while the 
homologous titre was 1:6400; in the same way onderstepoort serum 
just flocculated abortus-equi H ’’ antigen at 1:200. When 
absorption tests were performed abortus-equi could not appreciably 
reduce the titre of onderstepoort serum and onderstepoort had no 
effect in lowering the titre of ahortus-equi serum, Fa(;tor e of 
abortus-equi is, therefore, not well represented in ondersfe^poort , 

It is evident from these results that the specific phases of 
onderstepoort and newport, although not entirely alike, have a great 
deal in common. The specific phase (facdors e.A.) of newport is well 
represented in onderstepoort, and the specific phase of onderstejwort 
has a great deal in common with that of ne.wport. It the component 
shared by onderstepoort and newport is represented by specific factor 
e, then aboHus-equi .should be expected to lower the titre of onderste- 
poort serum for the type phase of newport. According to Table 8 
abortus-equi failed to reduce the titre of onderstepoort serum for the 
specific phases of both onderstepoort and newport. 

The specific phase of onderstepoort, therefore, contains a faciur 
in addition to the small one which it shares with abortus equi. This 
factor comprises most of the eh of newport, but it does not corres- 
pond to the entire eh. 
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The fact that onderstepoori 0 serum (titres® 6,400) 
agglutinates senftenberg '‘O’’ suspension nearly up to full titre 
(1:3,200) shows that onderstepoori also contains an “ 0 ” factor 
which is present in senftenberg; but, onderstepoori “ 0 ” serum 
barely ag^utinates paratyphuA (factors 1, 11) at 1:100 and it fails 
to agglutinate anatum and London (factors III, X). It can be 
assumed, therefore, that factors II and III which are also contained 
in senftenberg, are either entirely absent or so poorly represented 
in onderstepoori that they can be disregarded. Hence it is probable 
that the additional factor contained in onderstepoori and shared by 
senftenberg is factor XIX of Kauffmann (1937). 

The following antigenic analysis can, therefore, be assigned to 
onderstepoori ; — 

0 = XIV, (XIX). 

H. specific =a the greater part, but not the whole of eh of 
newport. 

H.non-specific = l, 2, 4, 5. 

The second strain of Salmonella {culture 234) obtained from 
sheep was also tested against various “ 0 type and group sera. 
It was found to be diphasic and was readily agglutinated by “ 0 ” 
sera of group B of the the Salmonella Suh-committee, by the type 
serum of typhi^murivm and the group serum of cholerae-suis 
(European). Absorption tests were, therefore, carried out between 
culture 234 and tyPhi-mnrium (Glasgow) (Table 7). Culture 234 
was first plated on Mason tubes and individual colonies tested for 
type and group phases as described above; type and group antigens 
were prepared from the colonies identified. 

The results of Table 7 show that typhi-murium removed all 
“ 0 ” type and group agglutinins from 234 serum, as well as from 
the homologous serum, while culture 234 completely exhausted both 
typhi-murium serum and its oi^n serum. Accordingly culture 234 
must be regarded as identical with typhi-mu/rium, and its antigenic 
structure should be made up of the same components, viz. “ 0 
antigen IV, V, “ H ” specific antigen i, “ H ” non-specific antigen 
1, 2, 3. For fermentation reactions see Table 26. 


SALMONELLA INFECTION OF PICS. 

Salmonella infection is fairly common in pigs. Although 
Salmon and pith’s (1885) interpretation of the significance of 
S. cholerae-suis as an etiological factor of swine fever is no longer 
accepted, there can be no doubt that this organism is an important 
pathogen for pigs and a frequent cause of food-poisoning in man. 
On comparing the hog-cholera bacillus with other members of the 
Salmonella group Smith and Moore (1894) found that it fermented 
dextrose, but no lactosu or sucrose ,and that it was highly pathogenic 
for rabbits in very small dpses. Kruse (1896) described the hog- 
cholera bacillus under the name of Baoulus suipestifer and, 
according to him, Selander regarded this organism as the cause of 
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Danish swine fever. Freisz (1898) also found Bact, suipestifer patho- 
genic for pi^s and he incriminated it as the cause of Schweine- 
seuche ’’ (swine-fever) and ‘‘ Schweineseptikaemie ” in Germany. 

After Salmon^s isolation of the hog-cholera bacillus from the 
blood and internal organs of most of the cases of swine-fever studied 
by him, this organism was universally accepted as the cause of this 
malady until de Schweinitz and Dorset (1904) pointed out that a 
disease indistinguishable from hog-cholera could be readily produced 
by injecting healthy pigs with morbid materiall and body fluids, that 
had been proved to be free from organisms. Later Dorset, Bolton 
and McBryde (1905) showed that, while hog-cholera could be most 
readily transmitted by means of inoculations of blood and serum 
from diseased pigs, the use of cultures of the hog-cholera bacillus 
only sometimes produced a disease resembling hog-choilera. Whereas 
pigs infected by means of morbid material from diseased ones could 
easily transmit swine-fever to in-contact pigs, those that were 
infected with culture remained practically innocuous for other pigs. 
They further showed that the causal agent of hog-cholera was 
contained in the filtrates of the blood and body fluids of sick animals, 
and that these filtrates, although entirely free from Bact, cholerae- 
sms, were nevertheless highly infective. They regarded the hog- 
cholera bacillus merely as an accessory factor in the production of 
disease. 

Bainbridge (1908) divided the members of the paratyphoid 
group into four sub-groups, viz. (1) Paratyphdsus-A; (2) Para-> 
typhosuB->B which was indistinguishable in its cultural charac- 
teristics from aertrycke and suipestifer, but which could be 
differentiated by means of absorption tests; (3) aertrycke and 
suipestifer which were regarded as strains of the same organism 
indistinguishable from one another; and (4) enteritidis (Qaertner) 
sub-group easily differentiated from the preceding by means of 
absorption tests. Later Bainbridge (1911) and Bainbridge and 
O'Brien (1912) divided paratyphoid bacteria into two groups of 
separate organisms; the first group they regarded as identical with 
B, suipestifer, and the second similar to Paratyp1iosvs~B. These 
workers used agglutination and absorption tests for their identifica- 
tion. The source of Paratyphosus-B was considered to be from cases 
ot paratyphoid fever and carriers, while suipestifer was apparently 
obtained from contaminated food and cases of food-poisoning. Savage 
(1912) on the other hand, like Bainbridge (1908), considered that 
lood-poisoning bacilli of the aertrycke type were indistinguishable 
from suipestifer, 

Dammann and Stedefeder (1910) succeeded in infecting healthy 
pigs either by feeding or by inoculating cultures of B, suipestifer 
and transmitted swine-fever by means of filtered materiai. Glasser 
(1909) found a type of B. suipestifer as the cause of disease in young 
pigs and called the organism Bac, paratyphi^suis, 

Dammann and Stedefeder described B. suipestifer (Voldagsen) 
as the cause of a disease in young pigs, resembling swine-fever 
clinically, and known as Perkel-typhus (suckling pig disease). 
Although Glasser’s bacillus was frequently regarded as identical with 
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the Voldagsen bacillus it is now known that they differ from each 
other in that the former is diphasic, while the latter is monophasic, 
occurring only in the group phase like European cholerae-suis. Both 
of them differ from suipestifer culturally; but serologically Gldsser 
is indistinguishable from the American variety, whereas Voldagsen 
resembles the European type. 

Jordan (1917), basing his division on the study of recently 
isolated strains, also divided paratyphoid organisms into foui 
groups : — 

(1) Paratyphosus-A which fermented arabinose rapidly and 
dulcite slowly, xylose being left unaltered; litmus milk was turned 
alkaline only after some time. 

(2) Paratyphosus-B which rapidly fermented arabinose, dulcite 
and xylose, and turned litmus milk alkalline in a very short period. 

(3) Suipestifer which fermented xylose rapidly, but arabinose 
and dulcite slowly or not at all, i.e. not sooner than after 24 hours 
incubation. 

(4) Enteritidis which was indistinguishable from the Paraty-^ 
phosus-B group culturally but not serologically. 

Jordan and Victorson (1917) used •‘lead acetate agar for the 
differentiation of the types of paratyphoid bacilli. All enteritidis 
strains and most Paratyphosus-B strains were found to blacken this 
medium, while all their suipestifer strains and typical Paratypkosus- 
A failed to do so. According to Bruce White (1926) Schutze found 
that the Hirschfeld bacillus and European suipestifer could be dis- 
tinguished from the American variety by the fact that they readily 
blackened lead acetate. 

In the course of an investigation of swine-fever Uhlenhuth and 
Htibener (1909) encountered a bacterium which they called Paraty- 
phosus-C bacillus. They found, that culturally it was indistinguish- 
able from B, suipestifer y but that it was not agglutinated by either 
suipestifer or Gaertner serum, while its own serum was without effect 
on the hog-cholera bacillus. They claimed to have isolated this 
bacterium from the organs of swine-fever pigs, from sausages and 
from human, pig and calf excreta, and regarded it as similar to the 
organism concerned with calf dysentery. Heimann (1912) isolated 
a strain of the so-called paratyphosu$4J bacillus from cases of food- 
poisoning at Hildesheim, following the consumption of infected pork 
obtained from emergency-slaughtered pigs, but Andrewes and Neave 
(1921) did not regard the tests employed by Heimann as sufficiently 
reliable for the recognition of the organisms. Bruce White (1926), 
on the other hand, identified some of the Hildesheim strains as 
European hog-cholera bacilli. 

During the Great War, and subsequently, several closely related 
organisms were isolated from cases of paratyphoid fever, especially 
in Extern Europe. In 1915 Ifeukirk (1918) encountered an outbreaK 
of disease in the Turkish armv and called the causal organism 
Erzindjan bacillus. Subsequently several other workers observed a 
similar type of organism in different localities. Weil and Saxl (1917) 
isolated them from a number of Russian prisoners suffering from 
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paratyphoid (Walhynian strain). Weil studied another type from 
Albania, while Dienes and Wagner (1918),' on investigating an out- 
break of disease among a group of Bussian prisoners, encountered 
several strains which were agglutinated by Yoldagsen serum. They 
regarded their organism as identical with Weil's strain, Neukirk's 
erzindjan strain and Uhlenhuth's paratyphosm-C bacillus. Hirschfeld 
(1919) also investigated an enteric-like disease in the Serbian army 
and called the causal organism Bacillus paratyphosus^C ^ in flagrant 
disregard of the original usage of this term by Uhlenhuth and 
Hubener (1909). Mackie jind Bowen (1919) and Macadam (1919) 
observed a similar type of organism in Mesopotamia, while Garrow 
(1920) found it in East Africa. Schutze (1920, 1921) identified an 
organism isolated in India in 1914 as pavatypliosus-C and divided the 
Salvwnella group of organisms into two sub-groups: — (1) Entemtidis 
(Qaertner) and (2) Paratyphosus~B. He further divided the latter 
into four serological types, viz. Schottmuller, mutton, Hirschfeld and 
hog-cholera bacilli. In his mutton type he included the bacillus of 
swine typhus or animal paratypliosus-B {typhi-umrium) . 

By means of agglutination and absorption tests Bruce White 
(1926) showed that the Hirschfeld strain and Weil's Albanian strain 
were identical diphasic organisms, while one of the cultures described 
by Weil and Saxl proved to be a typical ncwport strain. The 
erzindljan strain of Neukirk was also found to be a true Hirschfeld 
bacillus. 

Tenbroeck (1920 a and b) regarded Hirschfeld's bacillus as 
serologically identical with the American hog-cholera bacillus, but 
different culturally; whereas the former fermented dulcite and 
arabinose and produced hydrogen sulphide, the latter failod to do 
so. Unlike the hog-cholera bacillus Hirschfeld's organism did not 
prove to be very pathogenic for rabbits. When these animals were 
first injected with live Hirschfeld bacilli they were resistant to 
subsequent inoculations of virulent clikilerae-suis. Tenbroeck placed 
far more reliance on serological tests than on biochemical reactions, 
and on account of its serum reactions he placed the Hirschfeld 
bacillus in the hog-cholera group. 

Andrew'es and Neave (1921) noticed that the Glasser and Vol- 
dagsen strains resembled each other culturally but not serologically; 
Voldagsen serum was completely exhausted of all agglutinins by 
Glasser, while the specific agglutinins present in Glasser serum were 
almost entirely unaffected by saturation with Voldagsen. Glasser 
and Yoldagsen did not produce much hydrogen sulphide, whereas 
this gas was readily formed by (Eurojiean) suipeMifer and paraty- 
phosus-C af Hirschfeld. Andrewes and Neave divided the hog- 
cholera group of organisms into two sub-groups : — 

Group 1 comprising American suipestifer, Gliisser's typhi-suis 
and Hirschfeld's paratyphosus-C, while group 2 was composed of 
European suipestifer and the Voldagsen strain. They showed that 
any member of group 1 could exhaust all agglutinins from the 
serum of any member of group 2, while group 2 strains could not 
materially reduce the titre of the sera of group 1 strains for members 
of group 1, although the sera were completely exhausted for the 
members of group 2. 
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The various porcine strains of Salmonella of the hog-cholera 
type and those closely related human strains to which, regardless of 
its original usage, the term Bacillus pamtyphosus-C is frequently 
applied, form a group of organisms with very close serological 
affinities. Althou^ different workers have contributed towards the 
study of the composition of this group it was Bruce White (1926) 
who finally divided the members into four well-defined types: — 

1. Eastern or Hirschfeld bacillus. 

2. American hog-cholera bacillus. 

3. European hog-cholera bacillus. 

4. Gliisser-Voldagsen (Ferkeltyphus) bacillus. 

The differential features of these organisms were described by 
Bruce White (1926) and by Nabarro, White, Dyke and Scott (1929). 
The specific phases of the diphasic members of the group, viz. 
Hirschfeld bacillus, American hog-cholera bacillus, and the Ferkel- 
typhus bacillus (Glasser strain) are indistinguishable ; the non- 
specific phases of the last two are identical, while the European 
hog-cholera bacillus and the Yoldagsen strain differ from them only 
in so far as they lack any trace of specific phase antigen. The 
Hirschfeld bacillus differs from all these by the deficiency of its non- 
specific phase in some of the antigenic components. They all differ 
from each other biochemically. The Hirschfeld bacillus ferments 
mannite, dulcite, arabinose, but not rhamnose ; the hog-cholera 
bacillus (both European and American) ferments mannite and 
rhamnose, but not dulcite and arabinose; while the Ferkel-typhus 
strains (Glasser- Voldagsen) ferment only arabinose and rhamnose. 
All strains, excepting the American hog-cholera bacillus, produce 
hydrogen sulphide. Kecently Bruner and Edwards (1939b) have 
shown that a specific phase may be obtained from monophasic Euro- 
pean cholerae-suis. 

Tenbroeck (1920 a and b) expressed his surprise at the com- 
parative infrequency of paratyphoid in man caused by the hog- 
cholera bacillus, while Savage and Bruce White (1925) also remarked 
upon the rarity of suipestifer food-poisoning in man. They con- 
sider^ that the slight virulence of the organism for man and the 
massive doses required for setting up an infection are responsible 
for the low incidence of the disease. According to Kriiger (1932b), 
it was declared by Uhlenhuth (1926), at a meetih^ of the German 
Society of Microbiology,^ that suipestifer baci'Ui could not be 
regarded as very pathogenic for man; and it was stated by Ostertag 
that, although thousands of swine-fever pigs were slaughtered for 
human consumption, mass infection of man did not occur. Kruger 
considered that suipestifer frequently lives as a saprophyte in the 
human body, setting up an infection only when the resistance has 
been lowered by conditions like appendicitis. Nevertheless, 
Salmonella infection of porcine origin has been known to cause 
serious disease in man. Indeed, the number of human cases of 
infection wii)i 'c}iolera>e»suis recorded during recent years cannot be 
treated as insignificant. Apart from the number of putbreaks of 
paratyphoid fever in man in Eastern Europe, due to the Hirschfeld 
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bacillus, several cases are reported from time to time where the hog- 
cholera bacillus has been iucriminated as the (;ause of the disease. 
Krumwiede, Provost and Cooper (1922) recorded an outbreak of 
paratyphoid fever in four members of a family after eating tapioca 
pudding. One of the patients died and S. chalerae-suh was isolated 
from the liver. It was thought that the source of the infection was 
pork that contaminated the pudding. Scott (1926) described four 
outbreaks of infection due to the European hog-cholera bacillus, 
involving over a hundred persons. In all the cases the source of 
the infection was traced to prepared meats. A fatal case of 
septicaemia in man caused by ‘‘ Bacillus {Salmonella) suipestifer 
(America) and resembling typhoid fever was studied by Bauer and 
McLintock (1929), while two cases of human infection with the 
America hog-cholera bacillus were reported by Nabarro, Bruce 
White, Dyke and Scott (1929). Another case of American 
suipestifer causing disease in man in England was described by 
Boycott and McNee (1936); the organisms were obtained from blood 
culture, but although they were diphasic they resembled the Euro- 
pean type culturally. 

Clayton, Milne and Menton (1930) recorded an outbreak of 
acute gastro-enteritis in eight persons following the ingestion of 
pork pie. Three of the cases ended fatally; from the intestines of 
these patients as well as from the stools of the other five, American 
suipestifer was isolated. Another case of cholerae-suis infection 
of man was described by Branham, Motyca and Devine (1930). 
Kuttner and Zepp (1932, 1933) reported eleven cases of suipestifer 
infection, mostly in children. Of these ten were due to the Euro- 
pean variety, and only one was caused by the American type; 
Bact, suipestifer was obtained by blood culture from all the patients 
All the cases recovered excepting one which ended fatally. 

In Germany Kobe (1930) described two strains of suipestifer 
obtained from cases of meat-poisoning following the ingestion of 
pork. The patients showed symptoms of septicaemia with gastro- 
enteritis, as in typhoid fever. Kruger (1932a) reviewed several 
outbreaks of paratyphoid fever in which Bact, suipestifer was 
incriminated as the causal agent. 

Giglioli (1930) studied a number of cases of quinine resistant 
fever in British Guiana and found Hirschfeld bacillus in 72 out 
the 77 patients examined. The organisms isolated corresponded both 
culturally and serologically with Hirschfeld^s bacillus. More 
recently D’Hooghe (1932) and Mattlet (1932) described a number 
of fatal cases of paratyphoid fever in the Belgian Congo where they 
incriminated Hirschfeld’s bacillus as the cause, while Tenbroeck, 
Li and Yii (1931) recorded five cases of infection in man caused 
by the same organism in Peiping (China). Materna and Januschke 
(1925) incriminated cholerorsuis as the cause of purulent meningitis 
in a man, while Ravitch and Washington (1937) described several 
cases of suipestifer septicaemia in Negro children. 

In South Africa Greenfield and Judd (1936) and Henning and 
Greenfield (1937) have described an outbreak of food-poisoning 
following the ingestion of pork infected with S, bovis^morhificans 
(Basenau). 
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The organism was originally described by Greenfield and Judd 
Q936) as a new Salmonem — suipestifer var. Afri. Awt. But later 
Henning and Greenfield (1937) snowed that it is not distin^ishable 
trom bovis*morbificans, Basenau. Cultures of the organism were 
tested against various “ 0 and “ H sera. These were aggluti- 
nated by “ 0 ’’ sera of organisms containing factors VI and VIII 
of the Aauffmann-White schema, by group sera and by the type 
sera of heidelherg and bqvis-morbifi,cans. The organism was, 
therefore, regarded as diphasic. 

A culture was plated so as to yield several well-separated 
colonies after 24 hours incubation ; a number of fresh colonies were 
picked into broth and incubated for 5 to 6 hours at 37^ C. The 
cultures obtained were tested against a pure group serum, e.g. 
Kunzendorf serum, and also against the type sera of heidelherg 
and hovis-morbificans. The colonies that occurred in the group 
phase agglutinated with Kunzendorf serum, while those that 
occurred in the type phase were fiocculated only by heidelherg and 
bovis-morbificaiis sera. Group, type and “O’' suspensions were 
vow prepared and tested against a number of sera (Table 9). It 
will be noticed that heidelherg serum agglutinated both the group 
and type antigens, but not the “ 0 ” antigen, that kunzendorf 
flocculated the group antigen, but neither the type nor the “ 0 " 
antigen, and that bovis-morbificans serum agglutinated all three 
antigens up to a very high titre. 

After suitable antisera were prepared against Afn. Aust. 
absorption tests were performed (Table 9), On absorbing Afri. 
Aust. serum with heidelherg all agglutiniSs. for the type phases of 
both heidelherg and Afri. Aust. were exhausted, but there was 
hardly any reduction of the group agglutinins (from 6,400 to 3,200), 
and all the “ 0 " agglutinins remained. When this partly absorbed 
serum was re-absorbed by Kunzendorf a marked reduction of group 
agglutinins (from 3,200 to 400) was effected, but the “ 0 ” titre 
remained unaltered; Kunzendorf also reduced the group titre of 
unabsorbed Afri. Aust. serum from 6,400 to 400, but it had no 
ecect on the type agglutinins. On the other hand, Afri,. Aust. 
removed all the type, but very little of the group agglutinins from 
heidelherg serum, and it did not reduce the “ 0 ” titre. Moreover, 
Afri. Aust. absorbed most of the group agglutinins^ (from 3,200 to 
200) from Kunzendorf serum without reducing its “ 0 ” titre 
appreciably. 

On absorbing hovis^morbificam serum with. Afri. Aust. and 
Afri. Aust. serum with hovis-morbificans all the type, group and 
“ 0 ” agglutinins for both organisms were completely exhausted. 

It will be obseped that Kunzendorf did not completely exhaust 
the group agglutinins from Afri. Aust. serum and that Afri. Aust. 
failed to remove all the group aggflutinins from Kunzendorf serum. 
This occurrenoe cannot be explained as Afri. Aust. ana bouis^ 
morbificans have the same group antigenic factors, and, according 
to the Kauffmann- White schema, the group antigens of Kunzendorf 
and boms^morhificans are identical. There was barely any “ 0 ” 
agglutination between Afri. Aust. and Kunzendorf^ indicating that 
the somatic factor VI of Kunzendorf is either absent or poorly 
represented in Afri. Aust. 
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These results clearly show that S. suipestifer var. Afri. Aust. 
of Greenfield and Judd has the same type antigen as heidelberg and 
bovis^morbihcans (factor r) and a group antigen that ^responds 
largely with that of Kunzendorf and entirely with thar of bovis^ 
morbificam (factors 1, 3, 4, 5), while its somatic “O’’ antigen 
resembles that of bovis-morbificans (factors VI, VIII). Moreover, 
since Afri, Aust. removes all agglutinins, type, group and “ 0 ”, 
from bovis^morbificans serum, and bovis^morbijicans exhausts all 
agglutinins from Afri. Aust. serum there can be no doubt that the 
two organisms are identical. 


Table 10. 


Antigen. 

Typhi- 

murium 

s.a.b. 

Typki- 

murium 

8.a.b. 

192. 

192 

B.a.b. 

Typhia 

murium. 


Typhu 

murium 

8. 

192 b. 
Unab- 

Typki- 

murium. 

192. 

Unab. 

sorbed. 

sorbed. 

Typhi-muriiim “ 0 ” 

0 

0 

0 

0 

800 

1,600 

Typhi-murium “ H ** tyiHJ 

100 

100 

0 

0 

100,000 

6,400 

Typhi>murium “ H ** group 

0 1 

0 

0 

0 

25,000 

3,200 

192— “0” 

0 

0 

0 

i 

0 

800 

1,600 

192— “H” type 

100 

100 

0 

0 

100,000 

6,400 

192 — “H” group 

0 

0 

0 

0 

25,000 

6,400 


0 = less than 1 : 100 ; s. = serum ; a.b. = absorbed by. The ** H ** type titer of 
typhi-murium was so high (1 : 100,000) that it was impossible to remove a small residue 
(1 : 100) of the agglutinin. 


The only other record of a Salmonella obtained from a pig is 
that of llobinson and Martinuglia (1932) when they described an 
organism isolated from a pig at Onderstepoort. A description of 
the antigenic structure of this organism, strain 192, was not 
attempted by them, hut its antigenic analysis was subsequently 
performed by me (Table 10). It was noticed that strain 192 was 
agglutinated far better by typhi-murium than by cholerae-suis 
serum. The agglutination obtained with the latter serum was purely 
floccular, while with the former the agglutination was both granular 
and floccular, suggesting the existence of a closer relationship 
between strain 192 and typhi^murium than between it and cholerae- 
suis. Moreover, strain 192 was found to be diphasic; its type phase 
colonies were agglutinated by typhi^murium type serum, while the 
group phase colonies were nocculated by both typhi-murium and 
cholerae^suis group sera. Accordingly agglutination and absorption 
tests were performed as shown in Table 10, mixed “ 0 ” and ‘‘ H ” 
type and group sera being used for the tests. The results show that 
ty^i-murium removed all agglutinins (*' 0 ”, H ” type and 
group) from 192 serum as well as from the homologous serum ; 
culture 192 also completely exhausted both typhumurium serum and 
its own serum. Accordingly it was evident that culture 192 and 

11 119 



AKTIGEKIC STRUCTURE OF S ALllONELLAS . 


typhi^murium were composed of the same antigenic structure, and 
that they both contained the following ant^enic factors of the 
kauffmann-White schema : — ‘‘ 0 IV, V, H ” specific i, H ” 
non-specific 1, 2, 3. 

In 1933 Dr. Robinson and myself isolated another strain of 
Salmonella {culture 168) from the blood of pigs suffering from a 
septicaemic disease in the Cape Province. This organism was retdily 
agglutinated by cholerae-suis serum and was found to occur entirely 
in the group phase. Accordingly, absorption tests were conducted as 
shown in TaMe 11. 

The results show that culture 168 removed all agglutinins from 
cholerea-suis (European) serum as well as from the homologous serum, 
and that cholerae-suis (European) exhausted both 168 serum and it« 
serum. Absorption tests were also carried out with the diphasic 
American hog-cholera bacillus and its serum. It was found that 
culture 168, while completely removing all the 0 and group 
agglutinins from cholerae^suis serum, left the ‘‘ H ” specific titre 
almost unaltered. On the other hand cholerae-suis (America) 
completely exhausted all the agglutinins (‘^ 0 and “ H non- 
specific) from 168 serum. The results, therefore, showed that 
culture 168 was devoid of an H ’’ specific antigen and that 
it contained the same antigenic components as cholerae-suis 
(European), viz. the following factors of the Kauffmann-White 
scheme:— 0 VI, VII. H non-specific 1, 3, 4, 5. “ H ” 
specific niL 

Six other strains, cultures 365, 380, 381, 382, t383, 384, isolated 
from the blood of pigs during an outbreak of swine fever in the 
Transvaal were also studied serologically. With strain 365 complete 
mirror absorption tests were carried out as in the case of culture 168 
(Table 11) and exactly similar results were obtained. With the other 
five strains one-sided absorption tests were performed, using both 
European and American hog-cholera sera. Whereas all the 
agglutinins (“ 0 ” and H ” non-specific) were removed from 
European hog-cholera serum, the H specific agglutinins of the 
American suipestifer serum were unabsorbed. All six strains were 
found to be monophasic. 

These results, therefore, clearly show that strains 365, 380, 381, 
382, 3M, 384 resemble cholerae^suis (European) antigenically, 
containing the same antigenic factors assigned to strain 168. 

For fermentation tests see Table 25. 

Murray (1934) cites several different workers who have isolated 
cholerae^suiB from the faeces of a small percentage of apparently 
healthy pigs. He states, however, that he has been unable to 
demonstrate the presence of suipestifer in normal pigs. 

SALMONELLA INFECTION OF EQUINES. 

In horses infection with S. abortus-equi is undoubtedly the most 
common disease caused by the genus Salmonella. More than forty 
years ago Eilbome (1893) and l^ith (1893) studied an outbreak of 
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abortions in mares and isolated a non-lactose fermenting organism 
of the hog-cholera group from the vaginal discharges of the affected 
animals. This organism was found to be pathogenic for rabbits and 
was regarded as the cause of the abortions; on cultivation it formed 
a membranous growth with wrinkled edges on the agar. 

Subsequently several different workers investigated outbreaks of 
infectious absortion in mares caused ostensibly by the same bacterium 
studied by Kilbome and Smith. Good and Corbett (1913) studied 
a very serious epizootic in Kentucky due to organisms of the 
enteritidis hog-cholera group, which produced nearly 100 per cent, 
abortions. Intravenous inoculations of cultures of this organism 
caused abortions in mares within 10 days. About the same time 
Meyer and Boerner (1913), de Jong (1913), Dassonville and Riviere 
(1913), van Heelsbergen (1914) and Schofield (1914) also described 
epizootics of abortion in mares due to Bact. abortus-equi. 
Later MacFadyean and Edwards (1917) discussed the relationship 
of infectious abortion in mares and joint-ill in foals, while Miessner 
and Berge (1917) and Murray (1919) also incriminated abortus-equi 
as the etiological agent of outbreaks of abortion in mares. 

Apart from causing abortions in equines this organism has been 
found responsible for pyaemic arthritis, joint-ill, abscessation and 
tendo-vagmitis. While studying the etiology of infectious arthritis 
in colts in America, Good and Smith (1914) isolated from the pus 
of the joints a bacterium which resembled the causal agent of 
infectious abortion in mares; but from the affected synovia of one 
foal they obtained streptococci only. In the outbreaks of pyaemic 
arthritis in foals investigated by Schofield (1914) Gram-negative 
bacteria were isolated in pure culture from the synovia of the affected 
joints — in a few cases only, the culture yielded a mixed growth of 
Gram-negative bacteria and streptococci. The former were regarded 
as closely related to the bacterium of contagious abortion in mares. 
In Germany Miessner and Berge (1917) ascribed the cause of a severe 
epizootic of abortion in a stud^ to a Paratyphoid organism, which 
was isolated from the stomach and intestines of dead foetuses; they 
pointed out that the majority of the foals which were bom alive on 
the affected farm developed j]oint-ill, but streptococci were regarded 
as the most important etiological agent, paratyphoid organisms being 
obtained from only one case. In a comprehensive study of contagious 
abortion in mares and joint-ill in foals, MacFadyean and Edwards 
(1917) found Bact. abortus-equi as the most common cause of the 
two diseases. They isoilated this organism from the heart-blood and 
internal organs of several of the aborted foetuses, and also from the 
joints of a number of foals affected with joint-ill. Some of the 
horses that were immunised with abortus-equi for the purpose of 
serum production developed arthritis. Magnusson (1919) on the 
other hand, considered an organism, which he called Bact, viscosum 
equi, as the most common cause of joint-ill in foals. 

In South Africa Martinaglia (1929) described several cases of 
lendo-vaginitis in adult horses due to abortus-equi following horse- 
sickness immunisation. Out of twelve cases studied in 1922, nine 
yielded pure cultures of abortus-equi^ while in the remaining three 
a mixed infection of this organism and a streptococcus was found. 
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One animal, a stallion, was affected with orchitis due to ahortus-equu 
In 1925 a similar condition appeared in mules, also after immunisa- 
tion against horsesickness. 

Seymour (1936) also incriminated ahortus-equi as the cause of 
an outbreak of pyosepticaemia in foals, while Fujimura and Hoshi 
(1936) described outbreaks of contagious abortion and cases of absces- 
sation in equines due to this organism. Moreover, they reported a 
case of ahortus-equi infection in man. 

Although the antigenic structure of the organism incriminated 
in these outbreaks is not clearly given, there seems to be very little 
doubt that ahort/us^equi^ or a very closely related bacterium, was 
responsible for most of the cases. The strains isolated by Martin aglia 
were described as actively motile; but only one of these, cultvre 219, 
was kept. When this strain was finally received by me it was found 
to have lost all its properties of motility. After preparing antisera, 
agglutination and absorption tests were performed with this organism 
and ahortus-equi TF//2. The results of these tests showed conclusively 
that culture 219 and abortus-^equi WH2 had the same somatic 
antigen; culture 219 removed all the “0” agglutinins " from 

ahortus-equi WH2 serum as well as from the homologous serum, while 
antigen; culture 219 removed all the ‘‘ 0 agglutinins from 

both sera. As culture 219 was non-motile its serum was devoid of 
H agglutinins and it left the H ” agglutinins of ahortus^equi 
WJI2 serum unaltered. 

Apart from abortm^equi infection, other types of Salmonella are 
sometimes responsible for outbreaks of disease in solipeds. Thus, 
Moulin and Amichau (1918), Combes (1918) and Urbain, Stocanne 
and Chaillot (1929) described epizootics in horses due to paratyphoid 
bacilli. Graham, Reynolds and Hill (1919) studied a virulent out- 
break in a shipment of horses and mules due to enteritidis. Meissner 
incriminated typhi-muriumx as the cause of a disease in foals and 
obtained this organism as well as ahortus-equi from mares that had 
aborted. Moreover, Lutje (1930) isolated both enteritidis and typhi- 
murium from equines affected with abortion, and he obtained enteri- 
tidis from foals exposed to infection with calves. Standfuss (1925) 
and Lehr (1928) isolated paratyphoid organisms from horses that 
were slaughtered in emergency. Olher workers like Baumann and 
Gratzl (1931) and Arnberger (1931) described outbreaks of gastro- 
enteritis in horses due to typhi-murium, while Edwards (1934) inves- 
tigated an epizootic of infectious colitis in 3 to 7^ months old foals 
caused by the same organism. Cernozubov, Pilipovie and Stavel 
(1937) claim to have isolated five strains of typhi^-murium and four of 
paratyphi-B from diseases in horses. 

But apart from causing diseases in equines Salmonella infection 
of horses may lead to serious outbreaks of food-poisoning in countries 
where horse flesh is used for human food. Thus, during the Great 
War and the years immediately following more than 25 per cent, of 
all outbreaks of meat-poisoning in Germany were traced to horse 
meat, on the other hand, the incidence of gastro-enteritis from this 
source has been very low during recent years (Meyer 1934, 1936). In 
1923, Meyer recorded 19 outbreaks and in 1932 only one that could 
be ascribed to this cause. Euppelmayr (1924) described 47 outbreaks 
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of food-poisoning, involving 6,440 cases and causing 63 deaths, all 
traced to the consumption of intocted horse meat. Elkeles (1925) 
recorded 61 outbreaks of meat-poisoning in Germany during 1923, 
involving 3,093 persons and causing 20 deaths ; the majority of these 
cases were di}e to horse-meat. Glage (1916) studied an raizootic of 
food-poi$oning due to horse-meat; 392 persons were affected and 
there were 2 deaths. Organisms of the paratyphus-B group were 
isolated from the suspected meat and from the stools of the patients. 
Infection of man following the consumption of horse-meat was also 
described by Muller (1921). Clarenburg (1931) described two out- 
breaks of food-poisoning in Holland where the cause of infection was 
horse-meat. Uhlenhuth (1925) isolated typhi-ipAiriuvi from patients 
who were suffering from acute gastro-enteritis following the con- 
sumption of horse-meat, while Eauffmann and Silberstein (1934) 
obtained anatum var. Mvenster from a person who had developed 
food-poisoning after a meal containing raw horse-meat. Several 
other outbreaks of Salmonella food-poisoning in man resulting from 
the ingestion of horse-meat has been studied in the Reichsgesuud- 
heitsamt in Germany. Many of these have followed the consumption 
of meat from animals slaughtered in emergency. 

Recently my colleague, Mr. R. Clark, investigated an outbreak 
of purulent arthritis in foals in the Orange Free State (Henning and 
Clark, 1938). He obtained pus from the affected joints of one foal 
and made cultures on agar slants; the growths obtained were sub- 
mitted to me for identification. These were plated on MacConkey^s 
bile-salt agar and yielded pure cultures of a non-lactose fermenting 
bacterium which looked like a salmonella. Several of the single 
colonies obtained were tested against various ‘‘O’’, tyPe and group 
sera. They were all agg<lutinated by the “ 0 ” sera of group B of 
the Kauffmann-White schema, and it was at first thought that the 
organism was probably ahortus-equL But, on further testing, it was 
found that some of the colonies were agglutinated by typhi-murium 
type serum, while others were flocculated by a pure group serum, like 
that of cholerea^suis var, Kunzefidorf. The organism (culture 478) 
therefore was diphasic. Accordingly, antisera were prepared against 
it for the purposes of carrying out agglutination and absorption tests. 

These tests (Table 12) show that typhi-murium removes all 
“ 0 ”, ” H ’’-type and “ H- ’’-group agglutinins from 478 serum, 
while 478, although completely exhausting the “ H ” agglutinins 
froh tyPhi-munum serum, reduced the “ 0 ” titre of the serum from 
800 to approximately 200. Culture 478 also absorbed all the type and 
group agglutinins from aherdeen serum without altering the “ 0 ” 
titre, and aherdeen exhausted all the “ H ” agglutinins from 478 
serum, but failed to redule its “ 0 ” agglutinin content. On the 
other hand, culture 478 removed all the agglutinins (“ 0 ”, type and 
group) from both storrs and Copenhagen sera, while both storrs and 
Copenhagen completely exhausted 478 serum. The results of these 
tests, therefore, showed that culture 478 is identical with Salmonella 
typhi-murium var. storrs (Edwards, 1936), or S. typhi^rrmrium var. 
Copenhagen (Kauffman, 1934), containing the following antigenic 
formula:— 0 ” IV, “ H ’’-specific t, “ H ’’-non-specific 1, 2, 3. 
The fermentation reactions of culture 478 are given belotr (Table 25). 

124 



If. W. HENNING. 


Strains of Salmonella typhi-murium devoid of 0 factor V 
were first described by Landsteiner and Levine (1932) when they 
studied the Binns strain of Schutze. Later Kaufimann (1935a) 
recorded 16 variants of typhi-murium which contained “ 0 factor 
IV, but not factor V, and he called these variants typhi-murium var. 
Copenhagen. About the same time Jungherr and Wilcox (1934) 
obtained from pigeons a strain of typhi-murium which reacted 
atypically with maltose ; an antigenic analysis of this organism made 
by Edwards (1935) showed that it is lacking in “O’’ factor V. 
Edwards called the variant typhi-murium var. Storrs. Hohn and 
Hermann (1937) also recorded an outbreak of disease in pigeons due 
to the IV-variant of typhi-inurivm, while Hoffmann and Edwards 
(1937) studied an infection in rabbits caused by the same type of 
organism. Moreover, several cases of infection in man due to strains 
of typhi-murium devoid of “ 0 ” factor V have been described by 
Zahn (1935). 

Both Edwards and Eauffmann found that the IV-variants 
exhibited biochemical reactions that are not typical for typhi-rnurium^ 
and that strains from different localities did not always react in the 
same way. 

Edwards (1938) points out that all the recorded outbreaks of 
disease due to IV-variants of typhumurium have occurred in man, 
pigeons and rabbits; no IV-variants were found among typhi-murivm 
cultures obtained from horses, sheep, guinea-pigs, rats, mice, turkeys, 
chickens, ducks and canaries. The strain of typhi-ummum var. 
Copenhagen (Storrs) described by me is, therefore, the first record of 
this organism obtained from a horse. 


SALMONELLA INFECTION OF BIRDS. 


Infection of birds with different types of Salmonella is much 
more varied and widespread than in mammals, and the losses 
sustained through this group of organisms are probably far greater 
than those resulting from any other cause. Epizootics in fowls 
due to S. gallinarum are extremely common in some countries; in 
South Africa, fowl typhoid is without doubt the most serious 
infectious disease of fowls, while in Europe and America Pullorum 
disease seems to be more important. Epizootics due to Salmonellas 
other than gallinarum and pullorum, although less common, may 
nevertheless be responsible for serious losses in all species of domestic 
birds. It is with a discussion of these diseases that this part of my 
paper is chiefly concerned. Although relatively few outbreaks of para- 

S )hiod in pigeons, ducks and geese have been recorded in South 
rica, my discussion will not be complete unless the literature 
relating to disease in these birds is duly reviewed. Moreover, 
Salmonella infection, other than that due to gallinarum and 
pullorum occurs apparently more frequently in them than in 
gallinaceous birds. The extensive literature relating to fowl typhoid 
and pullorum disease is not discussed in this paper ; it has been fully 
reviewed by a number of different workers. 

125 



ANTIGENIC STRUCTURE OF SALMONELLAS. 


Salmonella is most common, and also most serious, 

in very young birds. Adult birds usually suffer from a chronic form 
of the aisease with lesions in the ovary, testes, joints, liver and 
spleen; whereas in young birds septicaemia and enteritis with 
changes in the internal organs are more frequently observed. The 
infection may be the cause of serious losses in the affected flocks and 
of food-poisoning in man, either through the medium of infected 
meat or eggs. Several different species of birds may be affected, and 
a number of different types of Salmonella have been incriminated 
as etiological agents. 

lu a recent review Schaaf (1936) mentioned typhi^murium^ 
enteritidis, anatum, cholera-suis and aboHus^^equi as the causes of 
paratyphoid in birds; while Edwards (1936, 1937) has found 
oranienburg as the cause of an infection in quail and Senftenberg 
responsible for a disease in turkeys. Eecently I have recorded an 
outbreak in chickens due to Salmonella amersfoort (Henning, 1937). 
Typhi-murium seems to be the most common cause, with enteritidis 
next in importance; the other organisms are only rarely found. 

Natural infection usually occurs by means of foods or water 
contaminated with the excreta of infected animals or birds; but 
transmission may also take place through the medium of the egg 
which has obtained the infection in the ovary or oviduct, or which 
has been contaminated by means of infected faeces. Sometimes the 
embryo is dead in the shell as a result of the infection, but generally 
the newly hatched birds develop the disepe during the first few 
days of life. There are several predisponing factors like bad 
hygiene, improper feeding and infestation by‘ parasites which favour 
infection; the dirty habits of water birds, probably account for the 
frequency of paratyphoid in ducks and geese, as well as the number 
of outbreaks of food-poisoning that result from the ingestion of 
food-stuffs containing their eggs or meat as ingredients. 

Lerche (1936) considers that 5^7 per cent, of the duck eggs sold 
in Germany are infected with Salmonellas, Frequently the shell 
is contaminated with infected faeces and under favourable conditions 
the organisms penetrate from the shell into the interior of the egg ; 
but although tne yolk is an excellent culture medium, the albumen 
of the fresh egg is strongly bactericidal (Lachtschenko, 1909, 
Eettger and Sperry, 1912, and Scott, 1930). This germicidal action, 
however, deteriorates when the egg becomes stale, and when it is 
exposed to warm, moist weather for more than two weeks, the 
organisms may penetrate into the interior and increase in number; 
this increase occurs only when some yolk has diffused into the 
albumen. The most dangerous source of infection is food which 
contains duck eggs as an ingredient, and in which the organisms 
can readily multiply, e.g. creams, custards, puddings and Hack- 
fleisch ” that have not been sufficiently heated during the prepara- 
tion; mayonnaise is too acid for bacterial growth and is, therefore, 
less^ dangerous. The danger of eating duck eggs in the raw state is 
obvious, but even frying or boiling may not be sufficient to kill the 
organisms. Lerche (1986) considers that after 5 minutes boiling the 
temperature of the yolk of a duck’s egg may not be much more than 
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40^ C., while Bruns and Fromme (1934) state that after boiling 
an egg in the shell for 3^ minutes the temperature in the interior 
is only 28^ but after 6 minutes boiling it rises to about 65^ G. 

(1) Pigeons. 

The first record of a disease in birds caused by a Salmonella is 
given by Moore (1895) in his description of a severe epizootic in 
pigeons due to a bacillus of the hog-cholera group. The organism 
was recovered from the heart-blood and internal organs of affected 
birds. Salmon (1904) also described a rapidly fatal disease in 
pigeons, due to an organism of the enteritidis group Another 
outbreak of pigeon paratyphoid was described by Zingle (1914), 
when he investigated a mortality among military birds at Strassburg. 
Organisms of the ParatyphoidrB group {typhi-murium?-) were 
obtained in pure culture from the heart-blood and organs of diseased 
birds, but it was not quite clear whether this infection was primary 
or secondary as the birds were affected simultaneously with pigeon- 
pox. The invasion of the body by paratyphoid organisms under 
certain abnormal conditions is explained by Cash and Doan (1931). 
They have found that latent infections with typhi-murium Wome 
seemingly ac^tive under adverse conditions. 

Subsequently several other workers described outbreaks of 
Salmonella infection in pigeons. Thus, Reitsma (1924) studied an 
epizootic in Ilolland, as a result of which the pigeons developed an 
ulcerative enteritis and became very much emaciated; a pure culture 
of an organism, labelled “ B.paratyphus-B (typhi-murium'^ was 
obtained from the liver of the affected birds. Sahaya and Willems 
(1927) recorded a chronic and an acute form of the disease affecting 
adult and young birds respectively. The adult pigeons were usually 
afflicted with a severe arthritis and swelling of the joints, associated 
with softening and atrophy of the pectoral muscles, while young 
birds suffered mostly from acute enteritis. A Salmonella, which was 
not identified, was isolated from the pus of the joints in the chronic 
cases and from the heart-blood of the young birds. On investigating 
the cause of a serious epizootic among a group of young squabs, 
Beaudette (1926b) found typhi-murium in the heart-blood, internal 
organs and unabsorbed yolk of the young birds. The sick birds 
showed nervous symptoms, like incoordination of movements and 
convulsions, and diarrhoea; the lesions were swelling of the liver 
and lungs, catarrhal enteritis and inflammation of the Proventri- 
culus. The birds had been kept under very unhygienic conditions, 
which were regarded as a predisposing factor. 

Several outbreaks of paratyphoid in pigeons from widespread 
areas in Germany were studied by Beck and Meyer (1927). The 
cause was ascribed to typhi-murium (Breslau) and the disease affected 
old birds as well as young ones. Beck (1929) (considered that the 
etiological agent of pigeon paratyphoid resembled typhi-murium 
(Breslau) serologically, and that adult birds were much less 
susceptible than young ones and that the latter could be readily 
infected parenterally or otheriwse. Berge (1929) regarded para- 
typhoid as one of the most important diseases of pigeons in Germany 
— of 198 birds examined by him 22*6 per cent, were found to be 
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infected with typhi-murium (Breslau). Young birds commonly 
suffer from an acute form of the disease, but in older birds tbe 
condition is, generally chronic and the syinptoms may last for several 
weeks; the joints are swollen and there is paralysis of the muscles 
of locomotion and flight. Emmel (1929) also found Schottmuller 
(iyphi^murium ?) in practically pure culture in the exudates obtained 
from the swollen joints of pigeons examined by him. 

By examining a flock of oyer 8,000 pigeons suffering from 
weakness of the wings and swelling of the joints Brunett (1930) 
found a straw colouied exudate in the joint swe^llings and abnormali- 
ties in the ovaries, resembling those of pullorum disease. Typhi- 
murium was isolated from the joints as well as from the ovaries. 

Recently Jungherr and Wilcox (1934) investigated the cause 
of a disease in a flock of about 1,500 pigeons in which there was 
an annual loss of about 20 per cent. They incriminated an atypical 
non-maltose fermenting variant of typhi-murium as the etiological 
agent. In some cases typhi-murmm could not be obtained from 
reacting squabs, while at other times the organisms were isolated 
from birds that failed to react serologically. Edwards (1935b) 
shuiied the same variant from three widely separated areas and 
found the “O’* antigen, like that of abort, us equi, lacking in factor 
V of the Kauffman n- White schema. The variant was noticed to be 
non-maltose fermenting and negative to the Bitter test; it appeared 
to be similar to typhi^murium var. Copenhagen of Kaufimann 
(1935a). Edwards labelled the organism S. typhi-murivni var, 
Storrs. A similar organism, obtained from a case of purulent 
arthritis in a foal, is described by me above. 

Lesbouyries and Verge (1932) described pigeon paratyphoid in 
France and Cernaianu and Popovici (1933) in Rumania, while Ismail 
Abu Bakr Khalifa (1935) studied an epizootic in Egypt due to 
tyPhi^urium, More recently Shirlaw and Ganapathy Iyer (1937) 
have recorded an outbreak of pigeon septicaemia in India caused by 
what they called a “ Gaertner infection ”. Soon after a number 
of birds had been inoculated with fowl-pox vaccine they developed 
symptoms of acute enteritis and fever from which they died. It is 
not possible to recognise the type of Salmonella incriminated from 
the description given. 

That infection of pigeons with Salmonella may lead to serious 
outbreak of food-poisoning in man is illustrated by the description 
of Glarenburg and Dornickx (1932) of an epizootic which involved 
20 persons in the military hospital at the Hague. The source of the 
infection was traced to pudding made largely from pigeons’ eggs. 
S, typhi^murium was isolated from the pudding, and from the blood, 
faeces and urine of some of the patients; the sera of the affected 
persons also agglutinated cultures of the Salmonella found. On 
investigations, it was ascertained that the flock of pigeons from which 
the eggs originated were suffering from paratyphoid. Moreover, 
typhi'^murivm was recovered from eggs laid by these birds. 

Although several outbreaks of a Septicaemic disease ia pigeoas 
have been reported in Soath Africa from tinae to time the cause has 
remained obscure until recently when Henning and ITaig (1938) 
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studied an epizootic of squabs in which a Salmonella was found to 
be the cause. (The outbreak was studied after the completion of 
this paper.) 

The affected birds suffered from loss of appetite, acute diarrhoea 
with green evacuations and rapid loss of condition. The most 
important lesions observed were enlargement of the spleen and liver 
and acute catarrhal enteritis. The affected flock was composed of 
over 200 birds, of which 24 have died from the disease. Heart-blood, 
spleen and liver cultures yielded a pure growth of a non-lactose 
fermenting, Gram-negative motile bacterium (culture 548). On 
testing this bacterium against various “ 0 ”, type and group sera 
of different groups of Salmonella^ it was agglutinated by “0 ” sera 
containing factor IV of the Kauffmann-White Schema, by type sera 
containing factor i and by group sera. This suggested that the 
organism is related to typhi-murium. Agglutination and absorption 
tests were, therefore, performed with different varieties of typhu 
murium. The results are given in Table IJl. 

The results of Table 13 show that typhi-viuriurn absorbed all 
the agglutinins, 0 ” type and group, from 548 serum as well as 
from its own serum, but that culture 548 merely reduced the “ 0 ” 
titre of typlki -murium, serum from 3,200 to 1,000. Culture 548 
removed all the 0 ” agglutinins from its own serum but failed 
to exhaust a small portion of type and group agglutinins from both 
its own and typhi-wurium serum. This is attributed to the reduction 
of its motility which occurs on subcultivation on solid agar. 

When 548 serum was absorbed with either ty pin- murium var. 
Starrs or typhi- murium var. Copenhagen) all the 0 ” agglutinins 
were removed for typhi-murium ^ typhi -murium var. Storrs, typhi- 
murium var. Copenhagen and for itself. 

According to these results, therefore, culture 548 contains the 
same type and group antigens as typhi-murium and the same “ 0 ” 
antigen as typhi-mnrium var. Copenhagen (Storrs). Its antigenic 
formula should be “ 0 ”~1V, tyT)e /, group 1, 2, 3. 

An outbreak of pyo-artliritis in foals caused by the IV-variant of 
typhi-murium is described on page 124. 

(2) Canaries. 

('Unaries seem to be particularly susceptible to Salmonella 
infection. They usually contract a very virulent form of the disease 
which may account for veiw severe losses in both young and adult 
birds. Joest (1906) was pronably the first to draw attention to the 
occurrence of a disease in canaries caused by the enteric group of 
bacteria. Another early record of an epizootic apparently due to a 
Salmonella is that of Gilruth (1910). A bacterium isolated from the 
hoartblood was found to be pathogenic for mice, rabbits, guinea-pigs 
and canaries. About the same time Pfeiler (1911) incriminated an 
organism of the Paratyphi-B group, obtained from blood culture, 
as the cause of a virulent outbreak of diarrhoea among a group of 
well-bred canaries. A somewhat similar outbreak was recorded by 
Lutje (1924). 
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Later Beaudette (1926 a), Beaudette and Edwards (1926), and 
Harkins (1926) also described virulent epizootics in canaries in which 
organisms of the ParatyphoidrB group were incriminated as the 
etiological agent. Beaudette and Edwards (1926) studied two 
outbreaks in which birds of all ages were affected with severe 
diarrhoea associated with an increase in the amount of urates 
excreted; an organism which resembled typhi-murium serologically 
was obtained from the heart-blood and internal organs. The premises 
into which the birds studied by Harkins were introduced were well- 
kept and clean, and none of the local birds became affected; but the 
imported canaries arrived in soiled wooden cages, which probably 
played a predisposing part in setting up the infection. 

In South Africa, Martinaglia (1929) recorded two outbreaks of 
paratyphoid in canaries in which typhi-rnurium was the cause, and 
in 1933 I investigated a very virulent epizootic in an aviary 
comprising about 200 well-bred canaries. The most important 
symptoms were drowsiness and diarrhoea, and the course of the 
disease was always very rapid, with a mortality of over 95 per cent. 
The most important lesions observed were hydro-pericardium, 
enteritis, tumor splenis and swelling of the liver. A gram-negative, 
non-lactose fermenting organism was obtained in pure culture from 
the heart-blood and spleen of all the birds examined. Cultures of 
this organism were readily agglutinated by typhi-^murium serum and 
the organism was found to be di-phasic. A mixed serum was prepared 
by injecting a rabbit five times with a suspension of the canary strain 
(culture 176) in saline. Agglutination and absorption tests were then 
l>erformed as shown in Table 14. 


Table 14. 


Antigen. 

Typhi’ 
murium 
A a.b. 
typhi‘ 
murium. 

Typhi- 
murium 
8. a.b. 
176. 

Typhi- 
murium 
8. unab. 

176 

S. a.b. 
Typhi- 
murium. 

176 

S. a.b. 
176. 

176 

S. unab. 

TyjM-muHum “ 0 ” 

0 

0 

1,600 

0 

0 

800 

TypKi-murium “ H ” type 

0 

0 

50,000 

0 

0 

12,800 

Typhi-tnurium “H” group 

0 

0 

25,000 

0 

0 

6,400 

176 **0” 

0 

0 

1,600 

0 

0 

800 

176 type 

0 

0 

50,000 

0 

0 

12,800 

176 group 

0 

0 

25,000 

0 

0 

6,400 


S = Berum ; a.b. = absorbed by ; unab. unabsorbed : 
0 » no Agglutination at 1 in 100. 


The results of Table 14 show that culture 176 removed all 
agglutinins (“ 0 ”, type and group) from typhi-murium serum as 
well as from 176 serum; while typhi’-murium completely exhausted 
both 176 serum and the homologous serum. Culture 176, therefore, 
resembles typhi-murium serologically and contains the same antigenic 
factors; it should be regarded as typhi-murium, 
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On investigating the source of the infection, 1 found that losses 
cozumenced to occur soon after the owner had changed the food supply. 
Several samples of grain used by the owner for feeding were obtained 
and inoculated into enrichment media, e.g. tetrathionate broth. 
After 24 hours’ incubation a loopful from each tube was spread 
on to a Masoji tube of MacConkey’s bile-salt agar. A few translucent, 
non-lactose fermenting colonies were observed on one of the tubes; 
some of these were picked and tested against drops of a tyPhi-murium 
serum dilution on a glass slide; the result was a coarse floccular 
aggilutination and typhumurium was suspected. The remainder of 
two of the positive colonies was subcultivated until a pure culture 
{culture 177) was obtained. Culture 177 was found to be diphasic, 
and, like culture 176, it exhausted all agglutinins from the serum 
of culture 176, as well as from the serum of typhi-muriuni Glasgow. 
Accordingly, culture 177, like culture 176, should be regarded as a 
strain of typhi-murium, A one-sided absorption was considered 
sufficient in the case of this test. 

Although the presence of typhi-muriuin in the grain may explain 
the ori^n of the infection, the possibility of the grain becoming 
contaminated by attendants handling it after the outbreak among 
the canaries cannot be excluded. It may be of interest to mention 
that Jones and Wright (1938) described an outbreak of typhumurium 
food-poisoning in man due to contamination of food with the excreta 
of mice. 

Culture 153, obtained from one of a number of finches that were 
dying from a septicaemic disease in an aviary, was also studied. 
By testing it with the same method used for culture 176 it was found 
to be diphasic and to exhibit the same antigenic characters as cultures 
176 and 177. It was, therefore, also labelled typhi-rnurium, 

(3) Qkkse. 

Outside Germany there is very little information available 
regarding the incidence of paratypht)id infection in geese. According 
to the classical monograph of Hubener (1910) seventeen outbreaks of 
food-poisoning traced to birds’ meat have been recorded in Germany 
during the period 1903 to 1908; of these 14 outbreaks were due to 
goose meat, one to duck, one to fowl, and, in the case of one, the 
species of bird was not mentioned. Nine of the outbreaks were 
ascribed to paratyphoid organisms; of these, eight were caused by 
goose meat and one was due to the meat of a sick hen. 

One of the first records of paratyphoid in geese is that of Pfeiler 
(1919) when he described a virulent epizootic among 9-week old birds 
with symptoms of septicaemia and swelling of the head and eyes. 
Heart-blood and organ cultures yielded a pure growth of an organism 
of the ParatypKi-B group (typhi-murium?). Earlier in the year 
cultures of typhumurium were used for the eradication of mice and 
there was a suspicion that geese obtained the infection from the 
mice. Later Weissgerl^r an^d Miiller (1922), Lutje (1924) and 
Burghofier (1927)^ described similar epizootics among young geese. 
An organism which resembled both Paratyphui^B and suipestifer 
was obtained by Weissgerber and Muller from the heart^blood and 
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organs of affected birds, and a slow-growing Salmonella that was 
agglutinated to high titre by both Schottmuller and Voldagsen sera, 
was isolated by Lutje from the internal organs of diseased birds, 
liurghofi'er investigated a septieaeniic disease among 1 and 2 week 
old goslings and incriminated Bact, enteritidu Breslau {typhi- 
murium) as the causal agent. Apparently the young birds became 
infected after hatching as the blood of the laying hens gave a negative 
serological test with typhi-murium. Experimentally the bacterium 
isolated was found to be pathogenic for very young geese only, birds 
from 4 to 6 weeks old being completely refractory to artificial 
infection. 

After the recognition of members of the genus Salmonella as 
etiological agents of disease in geese, several outbreaks of food- 
poisoning in man have been traced to goose meat or even to goose 
eggs. Thus Hohn and Becker (1927) reported a number of outbreaks 
of food-poisoning in man where foodstuffs, like salads and sausages, 
which contained either goose eggs or goose meat as ingredients, were 
incriminated. The symptoms in some of the cases resembled those 
of typhoid fever, while other cases were typical of ty phi -murium 
infection, with vomiting and diarrhoea as the chief symptoms. Baars 
(1929) also found typhi-murium as the cause of a disease in 12 persons 
‘ that had partaken of some smoked goose breast. The organisms were 
isolated from the stools of the patients as well as from the suspected 
meat. 

Later Baars (1931) described another outbreak of meat-poisoning 
in a family of three due to Breslau-infected goose meat. The meat 
was preserved in brine for a week before it was used. On investi- 
gation, he dis<JOvered that the goose from which the meat was obtained 
originated from the same farm as the birds that were responsible 
for the previous outbreak. Smoking and salting of the meat did 
not destroy the organisms, but rather caused tlieir enrichment. 
Baars considered that freshly cooked or fried meats are less dangerous 
as the organisms are not very resistant to high temperatures. 

Two outbreaks were recorded by Pressler (1930) ; the one 
involving four persons after a meal of pies that contained goose liver; 
Breslau {typhi-murium) was recovered from the stools of the patients 
and from what remained of the goose liver, but no infection could 
be detected in any of the remaining geese of the flo(*k or in the 
persons that had handled the meat. The other outbreak affected a 
number of adults and a few children in a “ Kinderheim they had 
eaten pies made from goose meat. During the same year Kolbe (1930) 
also described two epizootics of meat-})oiHoning resulting from the 
ingestion of goose meat. 

On account of the increase in the number of cases of gastro- 
enteritis in man traced to goose meat, the carcasses of all suspicious- 
looking birds are now seized and condemned for human food in 
Germany. Out of 87 condemned carcasses of geese that had been 
suffering from fowl cholera, Htisgen (1931) obtained typhi-murium 
from 11 and enteritidis from 1. Transportation of the birds was 
considered to reduce their resistance so that infection could readily 
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have taken place. Htisgen also reported two outbreaks of food- 
poisoning due to goose liver and meat infected with typhi-muriuniy 
and in 1930 he investigated a severe epizootic of paratyphoid in 
geese. 

During three months of 1932 Wundram and Schbnberg (1932) 
examined 182 goose carcasses in Berlin and isolated typhi^muriuyn 
from 44. The affected birds were emaciated and showed marked 
pathological changes in tbeir internal organs^ and their skins were 
reddened. The same woikers also reported 6 outbreaks of food- 
poisoning, involving 16 persons, caused by goose meat and liver 
infected with typhi-murium. About the same time Bomstedt and 
Fiedler (1932) examined 828 geese imported from Poland and 
Lithuania; of these 182 had died and showed either lesions of fowl 
cholera or verminosis. Of 144 sick geese suffering either from 
transport injuries or symptoms of fowl cholera, 12 gave a positive 
agglutination reaction with typhumurium; from the faeces of five 
of these S, typhi-muriuvi was isolated. They suggested that 
S. typhi-murium probably occurs as a saprophyte in the bodies of 
wese, becoming invasive only when the animars resistance has been 
lowered by factors like disease, injury and transportation. 

As far as South Africa is concerned no cases of geese infected 
with Salmonella have so far been recorded. 

(4) Ducks. 

From the public health aspect Salmonella infection in ducks is 
particularly dangerous because the organisms may occur in the eggs 
of infected birds as well as in the meat. Moreover, paratyphoid is 
far more common in ducks and geese than in gallinaceous birds; 
Lecoq (quoted by Scott, 1930) considered the constant association of 
water birds with ponds and mud pools, which are sometimes 
contaminated with infected excreta, as the cause of the frequency 
of disease in them. In his account of paratyphoid infection in 
aquatic birds, Manninger (1918) described a disease in 1 to 2 weeks 
old ducks and geese caused by an organism of the Paratyphus-B 
group. Soon afterwards Bettger and Scoville (1920) investigated a 
most virulent disease (‘‘ keel ’’) in ducklings; there was a mortality 
of nearly 100 per cent, in a flock of about 3,000, death usually 
occurring during the first week of life, but occasionally as late as 
3 to 4 weeks after hatching.^ There were no definite lesions, but a 
Salmonella was readily obtained from the heart-blood and organs 
of the young birds and also from the ovaries of two adult ducks and 
the abdominal cyst of one. The investigators considered that the 
infection was probably transmitted from the ovaries of diseased 
hens through the egg to the chick, and they named the organism 
isolated Bacterium anatum^ a new species. But Cooper and 
Krumwiede (1924), Edwards and Rettger (1924, 1927), and Kauffman 
and Silberstein (1934) found that only some of the strains of 
Salmonella labelled anatum could be included under the new name 
as the others resembled typhi-murium serologically; actually one of 
the strains studied by Kauffmann and Silbertstein (1934), strain 3123 
of the National Collection of Type Cultures, was found to be 
mteritidu, Anatum like most other species of Salmonella, however, 
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affects more than one species of animal. Thus, Eauffmann and 
Silbertstein isolated a strain from the stool of a patient suffering from 
gastro-enteritis and intermittent fever, and another strain {anatum 
var, Muemter) from a person that had developed meat-poisoning 
after eating raw horse meat; they also described a third strain of 
human origin obtained from Erisiensen. Edwards (1935 a) 
incriminated anatvm as the etiological agent of an epizootic in 
chickens, and I {vide infra) isolated it from adult fowls. 

Subsequently several different workers have recorded epizootics 
in ducks due to Salmonellas . Doyle (1927) recorded a severe outbreak 
among chicks and young ducks due to typhi^nurium; the source of 
the infection remained obscure, but the food was suspected. In 1929 
Gaiger and Davies (1930) investigated the first known outbreak of 
“ keel disease in Great Britain. There was a mortality of over 80 
per cent, and the recovered birds remained ailing for several weeks. 
Anatum was obtained from a number of the birds examined. All 
the deaths occurred on a farm to which the young ducks were moved 
after hatching, while those that remained behind on the breeding 
farm remained healthy. It was apparent, therefore, that the infec- 
tion took place after hatching and that the eggs and incubators were 
clean. Fermentation of the food was regarded as an important con- 
tributory factor in the genesis of the disease in this outbreak. 

Pallaske (1930) des(;ribed a disease in ducks associated with 
pathological changes in the ovaries of hens and the testes of drakes ; 
the cause was found to be ^S. enteritidis Gaertner. Hoile (1932) 
encountered three epizootics in young ducklings, one due to enteriMdis 
and the other two to typhi-murium; infection was thought to have 
occurred through the egg. Acute and sub-acute enzootics in young 
ducks and geese with a mortality of 96 per cent, were described by 
Strozze (1931). Another virulent epizootic in ducklings with a death- 
rate of over 90 per cent, was recorded by Schaaf (1933). Typhir 
murium was found to be the cause. Infected birds discharged the 
organisms with their faeces and gave positive agglutination reactions 
with these bacteria. Natural infection was thought to have resulted 
from the ingestion of food or water contaminated with infected 
excreta. Moreover, the vitality and resistance of the birds were con- 
siderably reduced by transportation over long distances by rail. 

In England Dalling and Warrack (1932), McGaughey (1932), 
and Warrack and Dalling (1933) have shown that adult ducks may 
sometimes harbour S. typhi-murium or S, enteritidis, and that breed- 
ing birds with diseased ovaries are liable to lay infected eggs, which 
often fail to hatch; should the infected eggs hatch an epizootic of 
paratyphoid will probably occur among the newly-hatched birds. 
In this disease, therefore, as in Bacillary White Diarrhoea, the 
infecting agent is transmitted from the adult bird through the egg 
to its progeny. The presence of Salmonellas in the eggs laid by 
infected birds was demonstrated by these workers. Moreover, those 
ducks which laid eggs infected with either typhi-munum or enteri- 
tidis produced the corresponding agglutinins in their sera, and, as 
with pullorum infected hens, they could usually be detected by means 
of a serological test. Warrack and Dalling noticed that the eggs 
laid were infected only when the litre of the affected bird was high, 
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and the agglutination titre of the sera obtained from reactors dropped 
oonsiderablv during the course of the laying season. In the outbreak 
investigated by McGaughey, several deaths occurred among adult 
ducks during the course of months. The liver and ovary of one bird, 
which showed lesions resembling those of pullorum disease, yielded 
enteritidis on culture. 

But healthy ducklings may acquire the infection from outside 
sources, e.g. infected eggs may introduce the infection into the 
incubator and so produce the disease in subsequent hatchings. More- 
over, the infection may also be picked up from contaminated soil, 
food or water. 

Scott (1930) considered that eggs may be responsible for many 
mysterious eases of Sabnonella food-poisoning in which none of the 
common articles could be incriminated. He mentioned seven out- 
breaks where duck eggs were suspected, but not proved, to be the 
cause of the disease, and he alluded to a monograph of Lecoq (1906) 
in which several outbreaks of bacterial food-poisoning due to whipped 
cream were described; both duck and hen eggs were used as ingre- 
dients of the whipped cream. By dipping fresh eggs into a culture 
of typhi-rwurium, Scott showed that infection might pass through 
the shell, provided the eggs were kept in the room for at least two 
weeks ; both yolk and albumen became infected. But he found that 
part of the shell must remain moist for the penetration of the 
bacteria; if the culture was allowed to dry on the shell, infection 
failed. The bactericidal action of fresh albumen prevented growth, 
but, as the eggs became stale, the multiplication of the Salmonella 
was marked and the eggs became badly infected. The infected eggs 
showed no outward sign of infection and might have been mistaken 
for normal eggs. 

Later Scott (1932) described three widely-separated outbreaks of 
acute gastro-enteritis in man due to eggs infected with typhi-murinm; 
there was one death. The organisms were recovered from the stools 
of a number of patients and from the organs of one. Duck eggs, fried 
and raw, were imputed and the 'suspicion was confirmed by the dis- 
covery of typhi^murium infected eggs from the corresponding flocks. 
The infected birds were recognised hj means of serological tests and 
typhirmurium was isolated from the spleen, ovary, oviduct and intes- 
tines of some of the reactors. 

Since the discovery by Scotty and Bailing and Warrack of the 
transmission of Salmonella infection by means of^ duck eggs several 
cases have been revealed where foods containing infected duck eggs 
as ingredients have been incriminated as responsible for outbreaks 
of food-poisoning in man. Thus, Fromme (1933) and Willftihr, 
Fromme and Bruns (1933) described 25 outbreaks of gastro-enteritis 
in Germany, traced to duck eggs infected either with typhi-nvurium 
or enteriti^s; there were 143 cases and 2 deaths. In three of the 
outbreaks Salmonellas were discovered in the food, and in one it was 
possible to isolate typhirmurium from the faeces of two ducks and 
from the egg-shells of another. Furth and Klein (1933) recorded two 
epissootics of food-poisoning in large homes caused by vanilla pudding 
and potato salad containing duck eggs as ingredients ; altogether 1^ 
cases were involved. In one outbreak typhi-muriumj and in the 
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other Gaertner bacilli, were isolated from the stools of the patients. 
The faeces of some of the ducks, from which the eggs for one of the 
establishments originated, yielded aertrycke on cultivation, but the 
examination of the contents of over a hundred eggs from a suspected 
flock failed to yield Salriwuellas. These organisms were, however, 
obtained from the shells of three of the eggs examined. It was, 
therefore, thought that the infection was produced by the bacteria 
present on the shells. Muller and Bondenkircken (1933), on the 
other hand, obtained Gaertner bacilli in pure culture from the con- 
tents of the remainder of a consignment of duck eggs, some of whi(*h 
had been used in the raw state for a potato salad and were responsible 
for an outbreak of food-poisoning. 

On investigating the cause of an epizootic of gastro-enteritis 
among a number of guests at a wedding party on a farm in Germany, 
Mieszner and Kdser found that all the patients had partaken of a 
pudding made from duck eggs. From the ovaries of two ducks owned 
by the host, from an egg laid by one and from the faeces of another, 
typhi-murium was isolated. During the period 1931 to 1934 Bruns 
and Fromme (1934) studied 50 outbreaks of food-poisoning in Western 
Germany caused by foods containing duck eggs, prepared mostly in 
the form of mayonnaise. There w'ere 253 cases and 6 deaths, and 
either typlii-irmrium or enteritidu was incriminated. Zeug (1935) 
also drew attention to the increasing prevalence of food-poisoning in 
the industrial areas of Western Germany due to foods prepare<l from 
duck eggs ; mavonnaise, potato salads, puddings and Hackfleisch were 
most frequently responsible. Typhi-mnrium, was regarded as the 
chief cause. Zeug has pointed out that, although no definite clinical 
symptoms may be observed in the birds that lay infected eggs, egg- 
laying generally decreases, and pathological changes develop in the 
ovaries and oviducts. Snlvimeilan are ususilly present in these 
lesions, from which they find their way into the interior of the egg. 
But infection sometimes occurs by contamination of the egg-wshell 
with infected faeces. As shown by Scott (1930 — vide supra), Salnw- 
nellas may penetrate through the shell into the interior of the egg, 
under certain conditions. If the shell-contaminated eggs are soon 
cooked, no harm is likely to result; but should they be kept for some 
time, serious infection may follow their use. The heating to which 
eggs are generally subjected is not enough to destroy the organisms 
j)resent in an infected egg. After minutes boiling infected eggs 
may still contain live organisms, but 6 minutes boiling is usually 
sufficient to kill all the bacteria. 

Clareiiburg and Pot (1936) also described a severe outbreak of 
gastro-enteritis in 4 families, involving 9 persons. Symptoms of 
diarrhoea, vomiting and fever appeared soon after the people had 
eaten cream puffs supplied by the same baker. Typhi-murium was 
isolated from the (Team puffs, and from the stools and urine of some 
of the patients. Duck eggs were used as ingredients of the puffs, 
but all the eggs examined from the suspected ducks gave negative 
results for Salwanella. Six of the ducks, hovrever, gave positive 
serologicail tests for typhi-murium, and this organism was isolated 
from the faeces of one. When the reacting ducks were killed, they 
showed lesions of chronic oophoritis, and from the ovaries of two of 
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them typhi->7miriu7n was obtained in pure culture. Similar bacteria 
were also isolated from apparently normal looking yolks present in 
the ovaries. 

Recently epi^otics in ducks, due to infection with either 
Gaertner or typhi^munurtiy have been observed fairly frequently in 
Holland, where the disease has been studied by a number of investi- 
gators, especially Jai)a^ (1934a, 1934b, 1935, 1936). In a virulent 
outbreak among young ducklings with lesions of enteritis and 
swelling of the liver, he isolated enteritidis bacilli of the Moscow 
type from the internal organs of affected birds. By testing a number 
of suspected birds serologically, he found a few affected with 
oophoritis in which the reaction was negative, though in some 
positive cases there was no evidence of oophoritis. Generally, how- 
ever, the ovary was affected when a positive reaction had been 
obtained. 

Jansen has also noticed that a large percentage of ovary-infected 
ducks lay infected eggs, which frequently cause epizootics of 
paratyphoid among newly hatched ducklings. But he has also 
recorded a number of outbreaks in young birds where the eggs 
could not be incriminated. 

In five outbreaks studied by Jansen in 1936, three were found 
to be due to enteritidis var. Essen, one to typhi^murium and one to 
a mixture of the two organisms. In the latter case typhi^murium 
was obtained from the heart-blood, liver and yolk of the young birds, 
while a small percentage of the adults was infected with essen as 
well as typhumurium. 

The importance of Salmonella infection in both ducks and geese 
in Germany was also emphasised by Lerche ,(1936), who found 5*7 
per cent, of the duck’s eggs offered for sale to be infected. He 
described an outbreak of food-poisoning in a family that had eaten 
fried ducks eggs. Typhi'-murium was isolated from the stools of the 
patients and from the eggs. * 

I have not had an opportunity of studying Salmonella infection 
of ducks in South Africa, but in 1931 Dunning (1934) investigated 
a virulent epizootic of ducklings in the Cape Peninsula. At least 
50 per cent, of a fiock of 2,000 birds died at ages varying from 5 
to 23 days. Keel ^ disease was tentatively diagnosed. Fourteen 
newly hatched ducklings taken from the infected farm were removed 
to fresh, clean premises and kept under observation. All died from 
5 to 29 days after hatching. A bacillus obtained in pure culture 
from the organs of affected birds was tested biochemically and was 
found to react like S. enteritidis. The evidence collected by 
Dunning suggested that the eggs were infected at the time they 
were placed in the incubator. 

Early in 1932 Coles also investigated a virulent epizootic of 
ducklings in the Transvaal, and isolated a Gram-negative, non- 
lactose fermenting bacterium from the affected birds. Fermentation 
tests carried out with this organism resembled those obtained with 
typhi’^irmrium. 
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As the cultures made from the organisms isolated from both 
outbreaks were discarded, serological tests could not be performed. 

(5) Turkeys. 

About ^ years ago MacFadyean (1893) described a disease in 
turkeys which he called epizootic pneumo-pericarditis The 
organism obtained by MacFadyean from the heart-blood, spileen and 
pericardium is probably sl Salmonella^ and the outbreak of pneumo- 
pericarditis ’’ caused by it is the first record of paratyphoid among 
turkeys. The etiology of the disease “ pneumo-enteritis described 
by Dodd (1905), is less apparent. The organism incriminated was a 
non-motile bacterium of the “ fowl-cholera type, obtained in 
pure culture from the heart-blood and lungs. In South Africa, 
Jowett (1908) investigated a highly fatal disease in turkeys, which 
he also called “ pneumo-pericarditis ” after the condition 
described by MacFadyean. Cultures of the organism isolated from 
the heart-blood and pericjurdial fluid proved to be pathogenic for 
turkeys and guinea-pigs, but not for fowls. It is highly probable 
that Jowett was also dealing with an outbreak of paratyphoid. 
However, the first authentic record of an epizootic in turkeys, in 
which a Salmonella was recognised as the causal agent, is that of 
Ffaff (1921). A pure culture of a paratyphoid-like organism was 
isolated from the heart-blood and pericardial fluid of diseased birds. 
Cultures of this bacterium proved to be pathogenic for turkeys and 
several small laboratory animals. 

Later, several other investigators studied outbreaks of para- 
typhoid in turkeys. Rettger, Plastridge and Cameron (1933) 
investigated outbreaks of recurrent deaths among young poults on 
tw’o different farms; the greatest losses occurred among birds that 
were less than 10 days old, but deaths were also observed as late 
as () weeks after hatching. A pure culture of typhi-murium. was 
obtained from the heart-blood and internal organs and it was thought 
that the unhygienic conditions under which the birds were kept 
oD the one farm accounted for the ease with which the disease 
became established. 

According to Lee, Holm and Murray (1936) no serious losses 
were known to occur in turkeys in the State of Iowa prior to 1934. 
In May of that year a very virulent disease, with a mortality of 
over 90 per cent., appeared in young poults under 5 weeks old. 
A pure culture of typhi-murium was obtained from the heart-blood 
and internal organs of affected birds. More recently Cherrington 
Gildow and Moore (1937) investigated four outbreaks of typhi- 
murium infection among poults in widely separated areas. In three 
of the outbreaks the disease appeared before the birds were a week 
old, suggesting that the infection was probably transmitted, like 
pullorum disease, from infected hens through the eggs to the poults. 
A large percentage of the hens that produced diseased poults gave 
positive agglutination reactions with typhi’^murium. There was a 
mortality of over 80 per cent, among the poults under 10 days of 
age. In one outbreak typhumurium was isolated from some dead- 
in-the-shells poults, and in another from the ovaries and yolk 
of some of the reacting hens; in some cases, however, no organisms 
could be cultivated from the abnormal ovaries of reacting hens. 
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But outbreaks of paratjrphoid in turkeys may be caused by 
Salfnonellas other than typhi-murium, Ed warns (1937) has deseribea 
an epizootic in poults due to S, senftenberg, the fist record in which 
this orf^anism has been incriminated as the cause of an animal 
disease. Moreover, infection of turkeys with S. gallinarum is 
comparatively frequent. Two of the 149 outbreaks caused by this 
bacterium and recorded by me {vide infra) invcdved turkeys only. 

(6) Fow^ls. 

Virulent epizootics, like fowl-typhoid and bacillary white 
diarrhoea, are so common in gallinaceous birds that it is quite 
possible that some outbreaks due to other types of Salmonella have 
been mistaken for these diseases. In many outbreaks of paratyphoid 
the scourge affects only very young birds in the same way as 
pullomm disease attacks eggs laid by infected hens, while in other 
epizootics older birds also suffer severely, and the disease resembles 
fowl typhoid. The nature of the malady is revealed only when a 
careful bacteriological examination of the dead birds is made. 

One of the first records of a disease that can be interpreted as 
paratyphoid in fowls is the description by Mazza (1899) of an 
epizootic among these birds in Italy. A motile, non-in dol forming, 
glucose fermenting organism obtained from the internal organs was 
found to be pathogenic for fowls and pigeons, but not for rabbits. 

But there are very few early descriptions of paratyphoid in 
fowls, probably on account of the marked resistance of adult birds 
to infection. Beinholdt (1912) and others have tried to infect fowls, 
geese, ducks and pigeons with enteritidis and paratyphoid-Ji (tyPhi- 
murium?) both parenterally and per os; fowls proved to be the 
most resistant. Pfeiler and Behse (1913) also found that fowls were 
not very susceptible to paratyphoid infection. They studied the 
outbreak on a farm of a chronic disease which occurred enzootically 
with a few deaths reported from time to time and recovered a 
bacterium from the internal oi^ans of affected birds which they 
placed in the Paratyphus^B group. Nevertheless, although adult 
fowls may not be very susceptible to natural or artificial infeciion 
with certain types of Salmonella^ numbers of ve^ virulent out- 
breaks of paratyphoid in chickens are reported periodically. Thus 
Spray and Doyle (1921) found that outbreaks of a very destructive 
disease in newly hatched chicks (2 to 4 days old) may be caused by 
organisms of the para^phoid-B group, as well as by S, pulloruw, 
Edwards (1929) investigated an epizootic affecting over 2,000 very 
young chicks with a mortality rate of about 26 per cent. S, p^iUoram 
could not be detected in any of ,the birds examined,^ but there was a 
mixed infection of typhi-murium and anatum associated partly with 
coccidiosis. By means of serological tests and post mortem examina- 
tions, no carriers could be detected in either the breeding stock 
or in the survivors. 

Later five separate outbreaks of paratyphoid in birds were 
recorded by McGaughey (1932). Of these three occurred in chicks, 
one in adult fowls and one in ducks. In one of the chicken 
epizootics typhi^munum was obtained from the heart-blood and 
intei'nal organs of the dead birds; in another outbreak a non-motile 
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strain of the typhi-murium Paratyphi-B |?roup was isolated from 
the caroasses, while enteritidis was recovered from the third group 
of chickens. The disease in the adult fowls caused a large number 
of sudden deaths. McGaughey isolated typhi-murium from the 
internal organs of one bird and pulloruin from another. In the 
outbreak affecting the ducks several deaths occurred during the 
course of a few inoiiths. The ovary of one of the ducks examined 
resembled that of a case infected with pullorum, and S. enteritidis 
was obtained from its liver and ovary. It was stated above that 
Jansen (1936) isolated enteritidis var. Essen from the organs of 
diseased ducks, and also from the yolk sac of c.hii'kens that had 
been living in close association with ducks. 

During the <*our8e of the routine diagnosis of chick disease, 
Jungherr and Borden (1934) encountered 5 cases of paratyphoid 
infection. In two of these the causal agent was found to be typhi- 
murium var. sforrs, in two atypical strains of cholerae-svis , and in 
one an atypical strain of L2. 

In spring of 1936 Schalm (1937) investigated a pullormnAike 
disease that affected several batches of chicks on a Californian farm. 
The breeding stock had been healthy for a number of years and the 
farm was free from bacillary white diarrhoea, but deaths were 
reported in the chicks sold to five different farmers, and about 40 
per ceiii. losses were sustained in 4 to 10 days old birds. Typhi- 
murium was isolated from the heart-blood and organs, and chilling 
during shipment was considered to be a predisposing (‘ause. The 
chicks that remained on the breeder’s farm developed an apparently 
chronic form of the disease which affected fewer and much older 
birds. It was thought that infection of the cliickens on the farm 
took place in the incubator after hatching by means of bacteria 
present in the faecal matter on the surface of the egg shells. 
8(‘halm could not infect 4-day old chickens either by feeding or by 
intravenous inoculations of cultures of typhi-murium. 

According to Emmel (1936) different species of Salmonella may 
occur as facultative parasites in the alimentary canal of fowls; by 
examining the intestinal contents of a number of fowls suffering 
from enteritis due either to coccidiosis or to worm infestation he 
claims to have isolated wertrycke^ parafyphi-A^ paratyPhi-B, enteri- 
tidis ^ typhi as well as pullorum. The account published by Emmel 
does not appear to be complete; there are no records given of the 
methods used for typing the strains, and it is not stated on what 
grounds the different strains were classified. To me it seems that 
EmmeFs claims cannot be accepted, unless much more information 
is available than is presented in his report. 

The incidence of food poisoning pn)duced bv fowl’s meat is 
apparently much lower than that caused by foods prepared from 
duck and goose meat and eggs. In a review of outbreaks of food- 
poisoning due to bird meat,^ Beller (1933) discussed several cases 
where the meat of aquatic birds was incriminated; he pointed out 
that fowl and pigeon meat intended for food are always well cooked 
so that food-poisoning cannot be readily set up even when the meat 
is infected. From 1923 to 1932 Meyer (1933) studied 50 outbreaks 
of food-poisoning caused by bird meat. Three hundred people were 

143 



ANTIGENIC STBUCTURE OF 8ALMONELLAS. 


affected and there were three deaths; 37 of the outbreaks were due 
to goose, 3 to duck, 7 to fowl, one to partridge, one to pigeon meat 
and in one case both goose and fowl meat were incriminated. 
Although the type of Salmonella recovered was not determined in 
all outbreaks, typhi^muHum was found to be by far the most 
common; enteritidis was incriminated in a small number of the 
cases, while “ Paratyphus-B ’’ and a newpoviAike organism were 
recovered from one outbreak. The bacteria were generally isolated 
either from the suspected food, or from the patients, or from both 
food and patients. As stated above, the importance of ducks as 
carriers of Salmonella infection lies rather in the eggs than in the 
meat. 

Although S. gallinarum and S. pullorum- are generally regarded 
as non-pathogenic for man, Eauffmann (1934) has described 
a strain of gallinarum (the Duisberg strain) which he isolated from 
the stools of patients that developed acute symptoms of gastro- 
enteritis after they had partaken of a salad. The organism resembled 
gallinarum serologically, and was pathogenic for chickens, but its 
fermentation reactions were atypical. 

Apart from infection with gallinarum and pullorum,^ I have 
studied four outbreaks of Salmonella infection in fowls in South 
Africa. 

I. The information relating to this outbreak has been furnished 
by me in another paper (Henning, 1937). 

In 1935 a farmer at Amersfoort in the Transvaal sustained serious 
losses amongst his chickens from what appeared to be an infectious 
disease. The disease was not investigated and the cause of the 
mortality remained unknown until the end of 1936, when the malady 
reappeared and a few affected birds were sent' to Onderstepoort for 
examination. An apparently pure culture, obtained by Mr. J. I). 
W. A. Coles, head of the Poultry Disease Section, from the heart 
blood of a 7-day-old chick, was handed to me for identification. The 
culture was plated and a few isolated colonies were picked. The 
cultures obtained from these were tested against various agglutinating 
sera. It was found that the anti^renic structure of the organism 
exhibited an entirely new combination of antigenic components; for 
this reason, therefore, the germ should be admitted to species rank 
in compliance with the recommendations of the Salmonella 
Sub-committee of the Nomenclature Committee of the International 
Society of Microbiology (1934). The name Salmonella amersfoort 
(Henning, 1937) was given to the organism — after the place of its 
origin. 

Morphology and cultural character, — Morphologically, S, 
amersfoort resembles a typical Salmonella, and, like it, grows readily 
on ordinary laboratory media. It is Gram-negative and actively 
motile. Saline and thermo-agglutination tests, as well as the shape 
of individual colonies, show that it is smooth. 

Biochemical character, — S, amersfoort forms acid and gas in 
glucose, dulcite, mannite, maltose, arabinose, rhamnose, and sorbite; 
it forms hydrogen sulphide and renders litmus milk alkaline ; it does 
s[ 0 t produce indol. 
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Pathogenicity, — S, amersfoort is pathogenic for chickens and 
mice; 0‘26 c.c. of a 24-hour-ola broth culture, given intraperitoneally, 
kills a 6- week-old chicken in 4 days and 0*05 c.c. kills an adult mouse 
in 30 hours. S. amersfoort was recovered from the heart blood and 
spleen in each case. But chickens dosed with 1 c.c. of the virulent 
broth culture remained apparently healthy. 

While making an antigenic analysis of Salmonella amersfoort 
I noticed well-marked flocculation occurring between this organism 
and the sera of organisms that are generally regarded as not even 
remotely related antigenically. 

Bruce White (1929) described three forms of antigenic variation 
occurring in the genus Salmonella: (1) the “ H form — “ 0 form 

variation of Weil and Felix (1920), (2) the Smooth form — Hough 
form variation of Arkwright (1921), and (3) the specific phase — 
non-specific phase variation of Andrewes (1922). Later Eauffmann 
and Mitsui (1930) described a new type of phase variation, involving 
the specific phases of brandenburg, dar-es-salaam and Potsdam; and 
they called this a-jS — variation. A similar variation has been 

observed in a number of other types of Salmonella^ viz. abortus-bovis 
(Bernard, 1935), hvittingfoss and oslo (Tesdal, 1936, 1937), 
hispebjerg and typhi (Eaufimann, 1936a, 1936b), Chester and 
schleissheim (Eaufi'niann and Tesdal, 1937). The antigenic structure 
of these organisms, according to Eaufimann and Tesdal (1937), is 
given in Table 20b. The inagglutinable (containing Vi antigen) and 
agglutinable forms of S, tyjHii described by Felix and his co-workers 
(1934, 1935, 1936) may be regarded as another type of variation. 
Eaufimann (1935) introduced the terms “ V-form ** and W-form 
to denote, respe(‘tively, tKe variant containing Vi-antigen and that 
devoid of it; while Craigie and Brandon (1936), Brown (1936), 
Scholtens and others showed the effect of bacteriophage on the V - W 
degradation. 

Serology , — For the study of the antigenic structure of 
S, amersfoort, “ 0 sera, “ H specific and non-specific sera, and 
mixed 0 ” and II ” sera, prepared against a number of repre- 
sentative strains of Salmonella, were used. Sera prepared against 
S, amersfoort were also used. The sera and agglutinating suspensions 
were prepared according to the methods described above. 

Preliminary tests showed that amersfoort gave a well-marked 
fine granular agglutination with “O’’ sera containing factors VI and 
VII of the Eauffmann-White schema {cholerae-suis, newport, 
potsdam and others), while a distinctly coarse floccular agglutination 
was produced not only with “ H ” sera containing factors en or e 
(abortus equi, brandenburg, poUdam, dar-es-salaam, onderstepoort, 
newport, reading or anMum), but also with those containing factor d 
(Stanley, muenchen and typhi). However, a much stronger 
agglutination was produced by sera containing factors en than with 
those containing factor e but not n. 

The culture was again plated on Mason tubes to obtain a number 
of separate colonies for independent study. After 5 hours’ incubation 
at 37® C. broth cultures of these colonies were tested against 
Kunzendorf and Binns group sera as well as against the type sera of 
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ondeT 9 tepooTt^ newport, potsdam and typhL The results are given in 
Table 15. It will be noticed that tne majority of the cultures 
agglutinated with typhi serum (factor d), a number agglutinated 
with potsdam (factors enlv), and newport (factors eh) or 
onderstepoort (factors eh) sera, a few agglutinated incompletely with 
all four sera^ being apparently intermediate forms, but no 
agglutination whatsoever was effected with Kunzendorf and Binns 
sera. 


Table 15. 

Thirty colonies grown in broth for 5 hours and tested against 
5 differerit sera. 


No. of 

Colony. 

Typhi 

s. 

Newport or 
Onderate- 
poort 
s. 

Potadam 

s. 

Kunxandorf 

B. 

Binna 

B. 

1-16 

-f + f4- 

0 

0 

0 

0 

17-26 

0 

+ + + H* 

-f + 4* 4' 

0 

0 

26-^ 

-h 

+ 

4' 

0 

0 


+ + + + = complete flocculation within 30 minutes, 
•f partial flocculation after 1 hour. 

0 = no flocculation after 18 hours. 

In headings to table s. == lerum. 


These results indicated (1) that the organism occurred only in 
the type phase and (2) that the culture used was either a mixed one 
or that it exhibited properties that have hitherto not been described 
in a member of the Salmonella group. In order to settle the matter 
of the purity of the strain, Dr. Mason kindly single-celled fresh 
cultures derived from a colony of each of the two types — ^i.e. from 
one colony agglutinating only with sera made against specific factor d 
and from another that flocculated solely wdth the anti-sera of specific 
factors en and eh. After plating the primary cultures obtained from 


Table 16a. 

Twenty-two colonies picked from the plate seeded with growth from 
the single cell obtained from colony 1, Table 15. 


No. of Colony. 

Typhi Serum. 

Onderstepoort 
or Potsdam 
Serum. 

1 to 21 

4-4'4-4- 

0 

22 

0 

4*4-4- 4“ 
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the single cells a number of well-isolated colonies were again picked 
into broth tubes and incubated at 37^ C. for 5 hours — in order to 
reduce the lag phase in the growth the broth tubes were placed in 
a water-bath at 40^ C. for 10 minutes before transferring them to the 
incubator. 

Pour single cells (ah c and d) obtained from colony 1, Table 16b, 
were now cultivated separately in broth and plated. A number of 
colonies from each plate were picked into broth, incubated and tested 
against both d and en sera. The results are given in Table 17. 

Table 16b. 


Thirty colonies picked from the plate seeded with the broth culture 
from single cell of colony 17, Table 15. 




OyuUrsUpoort 


No. of Colony. 

Typhi Serum. 

or Potsdam 

Saline Control. 


Serum. 


1 to 28 

0 

f 4- 1 

1 


29 and 30 

+++ + 

0 

0 


Table 17. 


Single Cell. 


a 

a 

h 

h 

c. 


No. of Colony. 

Typhi Serum. 

Onderstepoort 
or Potsdam 

I Serum. 

1 

lto4 

+ 4- ! i 

1 

! 

f) to 12 

0 

i - f 1 f 

1 to 14 

0 

I -f-f-:- f 

15 

4' t 4~ 

0 

1 to 14 

44- f ^ 

0 


0 

i* ^ 4--f 

1 to 10 

-I-4-4- + 

0 


4- 4- -I- f ^ complete flocculation after 30 minutes. 
0 = no flocculation after 18 hours. 


Therefore, these results clearly show that #S'. amersfoort is com- 
posed of two distinct “ H ” antigenic (complexes, both of which 
occur in the specified phase; the second (li-) antigen, apparently 
corresponding to the a phase of Eauffmann and Mitsui (1930), is 
agglutinated with the ‘‘ H serum of typhi and, as will be shown 
below, also with specific sera of other Salmonellas^ Stanley and 
mnenchen, containing specific factor d, while the other component, 
the first (enr) antigen, apparently corresponding to the P phase of 
Kauffmann and Mitsui (1930), is agglutinated solely with potsdam, 
onderstepoort^ and other sera containing aglutinins for the type 
factors en and eh (vide infra). Sera containing agglutinins for 
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factors en always give a much stroager flocculation than the anti-sera 
of factors eh. It has also been shown that single cells composed of 
either the one or other complex constantly give rise to daughter cells 
some of which resemble the parent cell antigenically, wmle others 
have adopted a new antigenic structure entirelv different from that 
present in the parent. The latter daughter cells again give rise to 
offspring some of which resemble themselves, while others are like 
the parent. These mutations constantly proceed and cells containing 
either the one or other antigenic complex continually produce cells 
of both types, and neither the one nor the other type of cell has been 
found to breed entirely true. 

On single-celling the growth obtained from each of the two types 
of colonies serially three successive times, both variants constantly 
appear in the cultures arising from the single cells. 

The purity of the culture is therefore beyond dispute; it is the 
property of the bacterium of giving rise to two distinct types of 
variants in the specific phase that is responsible for the uncommon 
behaviour of the culture. The organism apparently does not occur in 
the non-specific phase. 

0 ” agglutination , — Gross-agglutination tests were carried out 
with the heat-stable 0 ** antigens and ‘‘ 0 ” sera of the different 
Salmonella type of the Kauffmann-White schema; also with S, 
aberdeen (Smith, 1934), S, poonae (Bridges and Scott, 1935) and S. 
onderstepoort (Henning, 1936). The reactions are given in Table 18. 


Table 18, — 0 Agglutination, 




“ 0 Antioen. 



Amere- 

foort. 

Potedam, 

Muenchen . 

Onderete- 

poort. 

Branden- 

burg, 

Ukabsobred Sera— 

Amerifoort s 

BOO 

800 

200 

100 

0 

PoUdam s 

800 

800 




— 

Muenchen s. 

200 

— 

i.eoo 





Brandenburg s 

0 

— 

— 

1,600 

OndereUpoori s 

60 

— 

— 

800 

— 

Absorbed Sera— 






Amenfoort s.a.b. Amersfoort 


0 

— 




Amerifoorl 8.a.b. PaUdam, . 

0 

0 

— 



— 

Amer^oort s.a.b. Muenehen, 

200 

— 

0 





Amer^oori B.a.b. Branden- 
burg 

800 




0 

Potsdam 8.a.b. Potsdam, , , , 

0 

0 





Potsdam S4hi». Amemfoart, , 

0 

0 

... 


— 

Muenchen s.a.b. Amer^oort, 

0 


800 


— 


0 « less than 1 : 50. — » not tested. 

In this table a. » senim ; s.a.b. » seium absorbed by. 
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The results show that aviersfoort ‘‘ 0 as well as poUdam “O’’ 
sera are completely exhausted for the homologous “ 0 ” antigen by 
amersfoort. In the same way both sera are exhausted by potsdarti. 
The somatic “ 0 ” antigen of nmersfoort must, therefore, be regarded 
as identical with that of potsdam, i.e., it is composed of factors VI, 


“ Zf ” Flocculation, approximately equivalent 

in titre to that produced with the homologous antigen, was obtained 
with the specific sera of abortus egui, potsdam, hrandenburg, dar-es^ 
salaam, muenchen and typhi, but a much weaker agglutination 
resulted when the tyPe of serum of onderstepoort, newport, reading 
or anatum was used for the test. In the same way amersfoort “ H ’’ 
serum agglutinated the specific antigens of abortus equi, potsdam, 
brand^enhurg, dar-es^salaam, Stanley^ muenchen and typhi almost up 
to full titre, while its titre for type antigens containing factors en 
was much lower. 

On absorbing amersfoort ‘ H ” serum with the specific phase of 
either potsdam (factors enlv), hrandenburg (factors enlv) or dar-es- 
salaam (factors enlw) the titre of the serum for one of the homologous 
specific antigens {en-), phase, was reduced from 6,400 to approxi- 
mately 800, while the titre for the other homologous specific antigen 
(dr), tt phase, as well as for Stanley, muenrhen and typhi (factor d) 
remained unaltered. When abortus equi (factors enx) was used for 
the absorption, the reduction in titre for the homologous en antigen 
(jS phase) was almost complete, but still no noticeable decrease in 
agglutinins for the homologous d antigen (a phase) was effected; a 
small residue, however, remained which caused an incomplete agglu- 
tination with the e^variant (jS phase) of amersfoort. The cause of 
this flocculation is discussed below. 

On the other hand, when amersfoort “ H ” serum was absorbed 
with either Stanley, muenchen or typhi (factor d) most of the agglu- 
tinins for the one variant (d-) a phase, of amersfoort. were removed, 
while the titre for the other homologous antigen (en^) p phase, 
remained unaltered (Table 19). 

When either potsdam or hrandenburg serum w’as absorbed with 
amersfoort, all agglutinins for amersfoort were removed, but the titre 
of the serum for pamima (factors Iv) and london (factors /r) was not 
affected. Moreover, the treated serum still agglutinated the 
homologous antigen although the flocculation was incomplete and the 
fluid remained turbid, due, no doubt, to the persistence of Ir 
agglutinins in the serum. Dar-es-salaam serum behaved in 
practically the same way, but amersfoort is apparently capable of 
removing all the agglutinins for the homologous antigen from 
abortus-equi serum. 

On absorbing either Stanley, muenchen or typhi serum with 
amersfoort, most of the agglutinins for the homologous “ H ” 
specific antigen were exhausted, muenchen serum being exhausted 
much more completely than either Stanley or tpphi serum, while all 
the agglutinins for the second variant of amersfoort (factor d-) were 
removed. 
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Discussion, 

These results show that Salmonella amersfoort contains two 
distinct antigenic complexes, the one, ft phase, corresponding to 
factors en of abortus^qui, potsdam, brandenburg and dar-es-salaam 
plus an additional factor, part of which apparently corresponds to 
factor a of ahortus^equi ; the other complex, a phase, coincides largely 
with factor d of Stanley, muenchen and typhi. The additional factor 
is probably responsible for the residue of agglutinins left for the first 
{en-) antigen, ft phase, after absorbing amersfoort serum with 
potsdam, brandenburg or dar-es^salaam; but, although factor ^ of 
abortus-equi apparently forms a part of this additional factor, there 
may be another component which is not present in ahortus-equi. The 
fact that amersfoort exhausts all agglutinins from abortus-equi serum 
for itself as well as for the homologous specific antigen indicates that 
amersfoort contains all the specific antigenic components of 
abortus-equi, i.e. factors enx; but since abortus-equi fails to exhaust 
amersfoort serum completely for the homologous first (en-) antigen it 
is possible that this antigen of amersfoort contains a minor factor in 
addition to the enx of abortus-equi. 

After absorbing amersfoort serum with either Stanley, muenchen 
or typhi, a smaU residue is left which still agglutinates the homo- 
logous second (d-) antigen, a phase, but not the specific antigen 
(factor d) of either Stanley, muenchen or typhi. It is not quite clear 
to what this residue can be ascribed; whether it should be regarded 
as an extra factor in the second {d-) antigen, a phase, in addition to 
factor d of Stanley, muenchen and typhi, or whether it can be 
attributed to a trace of the first {en-) antigen, ft phase, present in 
the emulsion of the second (d-) antigen, a phase, of amersfoort used 
for the test, is not certain. If the latter explanation holds it is 
likely that the agglutination occurring in amersfoort serum absorbed 
with abortus-equi is likewise due to an oTerflow of the second (d-) 
antigen, a phase, in the emulsion, of the first {en-) antigen, ft phase, 
of amersfoort. 

Neither abortus-equi, potsdam, brandenburg, nor dar-es-salaam 
effected any reduction in the titre of amersfoort serum for the homo- 
logous second (d-) antigenic complex, a phase, or for the type phases 
of Stanley, muenchen and typhi. In the same way neither Stanley, 
muenchen nor typhi absorbed an appreciable amount of agglutinins 
from amersfoort serum fdr the homologous first {en-) antigen, ft phase, 
or for abortus-equi, potsdam, brandenburg and dar-es-salaam. 

When potsdam serum was absorbed by amersfoort all 
agglutinins for both amersfoort and abortus-equi were completely 
exhausted, but flocculation to nearly full titre was still effected with 
the specific phases of potsdam, brandenburg, panama and london. 
On reabsorbing the partly absorbed^ potsdam, serum with panama 
(factors Iv) no appreciable agglutination resulted when specific 
antigens of potsdam, brandenburg, panama and Umdon were used. 
Amersfoort, therefore, remored only the agglutinins of factors en 
from the potsdam serum, leaving the agglutinins of factors U to the 
absorbed by panama. 
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Tke fact that amersfoort almost (jompletely exhausted mvenchen 
serum for the homologous specific antigen suggests that the second 
(d-) facjtor, a phase, is similar to the specific phase (factor d) of 
muenchen; <he small residues of agglutinins left in Stanley and 
typhi sera for their homologous specific antigens after absorption with 
amersfoort cannot be explained at present. 

Svmmary and Conclusions, 

A new type of Pathogenic. Salmonidln for the fowl has been 
described. Its somatic “ 0 ” antigen corresponds with factors VI, 
VII of potsdam. It occurs only in the sj)ecific phase, but its 
flagellar “ H ” antigen contains at least two distinct and separate 
antigenic complexes, which commonly occur in organisms that are 
not even reimdely related. The one complex (the first, e?/-, antigen, 
phase (if Kautfmaiin and Mitsui) contains fa(‘t(»rs enXy wdiich 
represent also the factors of the specific phase of ahortus-equi. The 
other com])lex (the second, //-, antigen, a phase of Kauffmann and 
Mitsui) contains factor d, whicli comprises the type phase of Stanley y 
muenchen and typhi. 

Single cells containing factors en.r, on multiplying, constantly 
yield variants cemtaining factor d as well as offspring that retain 
antigenic complex en,r. In the same way single cells containing 
apparently only sjiecific fac*tor d will bring forth new cells, most 
of which retain the parental antigenic structure, but a small 
j)roj)(u*tion of the progeny will acquire specific factors emr instead 
of d. 

When a broth culture of amersfoort in either the or d phase 
and in an ajiparently pure form, is used tor the preparation of sera, 
agglutinins of appi’oxiniately the same titre for both variants are 
produced in tin* sera. The purity of the phase culture must be 
ju<lged by the agglutination test, using heterologous sera w’hich 
contain agglutinins either against factors eiur or d. 

As a Jesuit of the information given above the following antigenic 
structure is ])roi)osed for Salmonella amersfoort : 

Somatic “ 0 ” antigen — VI, VII. 

Flagellar “II " antigen— 

(1) a jdiase of Kauffmann and Mitsui — d- 

(2) ^ phasse of Kauffmann and Mitsui — eihr, 

11. During the course of 19»*17 uJi outbreak of a fatal disease 
occurred among a group of adult fowls on a farm near Onderstepoort. 
The symptoms and lesions presented were indistinguishable from 
those of an ordinary virulent outlueak of fowl typhoid. The disease 
\vtts investigated by my colleague, Mr. J. D. W. A. Coles, who made 
spleen cultures on agar from three birds; the cultures were handed 
to me for identification and I spread seed material from each culture 
on to Mac Conkey’s bile-salt agar in Mason tubes. After 24 hours' 
incubation both small and large non-lactose fermenting colonies 
appeared in two of the Mason tubes. Some of these colonies were 
picked and mixed separately with drops of a ynllinatym serum 
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dilution on glass slides. All the small colonies tested were readily 
agglutinated by the gallinarum serum, but all the large colonies 
failed to react with this serum. A pure (uilture of the small colonies 
was obtained and labelled culture dbO. Several of the large colonies 
were now tested against various “ O type and group sera. No 
agglutination, whatsoever oc< uiTed with any group serum, but some 
of the colonies flocculated when mixed with typhi and Stanley type 
sera, w^hile others were agglutinated by type sera (containing 
factors c//.r, cw/r, enlw and eh {ahortua^equi , pofadam, dar-eft-mlaaviy 
oiideratepaort). All the ('olonies tested w’ere agglutinated bv ‘M) ’’ 
sera containing factors VI, VII (cholerae-suis, potsdam). Moreover, 
all the colonies tested were flocculated by amersfoort ‘M) ” and “ II 
mixed sera (factors VI, VII and d — cm). It appeared, therefore, 
from these preliminary tests that the organisms from the large 
colonies, labelled culture ^59, were related to amersfoorty and a 
rabbit was imniunised for the production of antiserum. 

When culture 359 was plated so m to give several well separated 
single colonies, like amersfoorty some of these were found to 
agglutinate only with a typi' serum containing factors cna\ enh\ 
enhr or eh {abortvs^equiy polsdauiy dar-es-aulaam or readiny)^ while 
others were flocculated only by type sera containing factor d {typhi, 
Stanley and mueuchen). In order to make sure that the culture used 
was unquestionably pure it was siiigle-(*elled. Jt was found that the 
single-cell obtained from the ('olony that was agglutinated by type 
sera (containing factors en.r etc. produced daughter organisms whicdi, 
on sub-cultivation, gave rise to colonies some of whi('h agglutinated 
with ena^ sera, while others (about VI per cent.) were agglutinated 
by type sera containing factor d, Moi cover, the single-cell procured 
from the (‘olony that was flo(cculated by ty[)e seia (containing factor 
d yielded bacilli, which on snb-cultivathm produced colonies 
occurring in both the phases (d and eii.r). Some of the colonies 
(about 90 per cent.) w^re aggluiinated only by sera containing 
factor d, while a smaller number w(»re agglutinated by type sera 
containing fa('tors cuir, mihr or eh. The bacilli of culture 

359, therefore, also o(*cu]red in tuo specific phases, the and ft 
phases of Kauffmann and Mitsui (1930), the organisms which 
occurred iu the one phase constantly dissociating into bacilli which 
were present in Imth phases. As the organism occurred only in the 
specific.*- phase the dissociation was confined to that jihase; non- 
spe(dfic variants were not en(Jountere(l at any time. 

In order to settle the identity of culture 359, agglutination and 
absorjdiou tests were carried out as shown in Talde 20\. After 
absorption tests had been performed wdth amersfoorf the identity 
of the strain was determined, and no further tests were performecl. 

The results of lable 20a sliow that nmenfoort absorbed all tbe 
agglutinins 0 “ H ” d-type and “ H ” cm type) from the 

homologous serum us well as fmm 359 serum; on the other hand, 
359 completely exhausted both its own serum and amersfoort serum, 
Amersfoort ((uilture 336) and culture 359 should, therefore, be 
regarded as identical. But the original amersfoort (culture 336), 
was obtained in pure cultipe from dead chickens during a virulent 
outbreak of a septicueinic disease in very young chickens at 
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Amerflfoori, while the present shain, culture 359, was isolated in 
conjunction with gallinarnin (vide infra) troni adult fowls suffering 
from a fowl typhoid-like disease. In the epizootic discussed above 
(1) and in my previous paper (Henning, 1937), amersfnort 33(1 was 
apparently the sole cause (»f the mortality in the chicks; hut in the 
j)resent outbreak it is not quite (dear whether amersfoort 359 or 
gallinarurti 3G0 was the primary cause of the disease. The probabi- 
lity is that gain nar uni 3G0 was the more important etiological agent, 
and that nmevsfoort 359 gained admission into the body after its 
resistance had been lowered by fowl typhoid. 



Tajii,e 20a. 






j Antfrs- 

A mers- 

i 

359 




1 foart 

fonri 

Ajtier^- I 

SfTum 

359 
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1 m 

:m 

foort 1 

Absor- 

Serum 
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Aiitig«‘ri. 

1 Senim 

ScTiim 

336 

be(i 
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Sc*nim ' 
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W’hejeas thi* organisms c<imprising amersfoort culture 359 were 
motile, those of culture 300, obtained trom the small colonies, were 
non-motile. Culture 3G0 was tested, thoiefore, both serologically 
and by means of fermentation reactions. The latter are given below 
(Table 2b) and are t>j)ical for gallinannn. Agglutination ami 
absoiptimi tests were carried out with culture 3b0 and galhnanini 
43, obtained from the ^National (’cdlection of Type Cultures, and the 
serum of the latter. An antiserum for c ulture 30(1 was not ]ne[»ared, 
but a one-sided absorption was carried out and it was found that, 
like galUnarum 43, culture 3(i(l, com])letely removed all the aggluti- 
nins froju the serum of gallinarum 43. Moreover, the latter serum 
agglutinated the “0’^ antigen of c-ulture 3t)l) up to full title 
(1 1 1600). Both serologically and by means of fermentation reactions 
(vide infra), therefore, culture 360 resembled gallinarum 43, and it 
should be regarded as a strain of gallinarum. 

The fermentation reactions of amerafoort culture 359 are also 
given below (Table 25). 

For jiurposes of comparison Table 20n is included in order to 
show the antigenic structure of different organisms that occur in 
the a ami fi phases of Kauffmann and Mitsui. 
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OrganisBis known to show a-fi phase variation in their specific phases (partly after Kauffmann and Tesdal, 1937). 
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III. During spring of 1936 a very virulent epizootic occurred in 
a few day-old chicks at the School of Agriculture near Potchefstroom. 
Some of these chickens were forwarded to Onderstepoort for investi- 
gation and were examined by Mr. Coles, Chief of the Section of 
Poultry Diseases. Heart-blood and spleen cultures made by him 
yielded a pure growth of a gram-negative bacterium that was handed 
to me for identification. The organism was found to be very actively 
motile, and it did not ferment lactose. When it was tested against 
various “ 0 ”, type and group, sera by means of slide agglutination, 
it was readily agglutinated by “ 0 ” sera containing factors IV ami 
V, by typhirmurium type serum and by group sera. The organism 
was also found to be di-pbasic, and the culture was labelled 357. A 
rabbit w^as immunised with a killed saline suspension of a fresh agar 
culture, and a good serum was obtained. As the preliminary test 
indicated that culture 357 is probably related to typhi-muTium, cross- 
agglutination and absorption tests were first performed with this 
organism (Table 20c). 


Table 20c. 



Typhi- 

Typhi- 

1 





\ murium 

murium 

Typhi- 

357 

357 



(Glasgow) 

(Gla^ODv) 

murium 

Seram ' 

Serum 

357 

Antigen. 

Seram' 

Serum 

(Glasgow') 

Absor- 

Absor- 

Seram 


Absor- 

Absor- 

Seram 

bed by 

bed 

Unab- 


Ixjd by 1 

bed 

Unab- i 

Typhi- 1 

i>y 

sorbed. 


Typhi- 

by 

sorbed. 

murium,\ 

; 357. 



murium, 

1 

357. 


i 

1 

i 


Typhi-murium “ 0 ” 

0 ' 

u! 

800 

0 i 

0 ! 

800 

Typhi-murium typo 

100 

100 

100, (KX) 

0 

» i 

25,600 

Typhi-murium group 

100 

100 

50,000 

0 

j 

0 1 

j 

6,400 

367— “0" 

i 

0 

0 

sou 

0 

0 

800 

357— tyi)e j 

lOU 

100 

100,000 

0 

0 

25,600 

.357 — group 

1 

100 

100 

60,000 


0 

6,400 


0 = 1 : 100. On account of the high titro of the tffphi-nmrium ty])e and group 
serum a small residue (1 : 100) of unalisorbed agglutinins were left after the absorption. 


The results of Table 20r clearly sliow' that the antigenic siructures 
of culture 357 and typhi-munam (Glasgow) are identical; culture 357 
removed all the agg^lutiiiins (” 0 ”, type and group) froni iyylii- 
nmrivm (Glasgow) serum, as well as from the homologous serum, 
while typhi-mnrhun (Glasgow) completely exhausted both its own 
serum and 357 serum. 

The agglutination (titre 1:100) w^hich is recorded in the absorbed 
sera in columns 2 and 3 of Table 20c is attributed to the high titre of 
the unabsorbed serum; as stated above, sera of very high agglutina- 
tion titles are very unwieldy for absorption tests, because it is 
extremely difficult to remove the last trace of agglutinin, even when 
the homologous antigen is used for the absorption. 
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After several strains of pure culture of typhi^murium (867) were 
obtained from a number of the chickens, this organism was considered 
to be the etiological agent of the epissootic, and an attempt was made 
to determine the source of the infectiou. As the first deaths topk 
place only a few days after hatching, it was thought that the infec- 
tion was probably obtained from the breeding hens through the eggs. 
Two successive slide agglutination t^ests were performed with ^e 
blood of the breeding stock; but both tests were negative and no 
carriers could be found among the hens. In the case of , ducks Warrack 
and Dalling (1933) observed that infected eggs were laid only when 
the titre of the affected birds was high and that the agglutination 
titre of the sera obtained from reactors dropped considerably during 
thoi course of the laying season. Whether the same condition holds 
for fowls cannot be stated at present, and it is not certain whether the 
existence of calrriers escaped notice on account of the lateness of the 
tests — serological tests were i)erformed only some weeks after typhi-^ 
murivm had been proved to be the (tause of tlie epizootic. Ifo eggs 
were available for examination for iyphi-muriuni infection, and' 
Salmonellas could not be detected in the ovaries of any of the hens 
examined. The source of the infection, therefore, still remains 
obscure. 

IV. During the course of an investigation of another fowl 
typhoid-like epizootic among adult birds, Mr. (Joles again made agar 
cultures from the heart-blood and spleen of the atfectted birds, and 
handed these to iiie for further study. The cultures (three in number) 
^id not appear to be pure, and some seed material from each one was 
thinly spread on MacConkey’s bile-salt agar in Mason tubes. One 
of the cultures yielded only lactose-fermenting colonies and was 
discarded; but from both the others seveial large and small non- 
lactose fermenting colonies were obtained, suggesting the existence 
of a mixed infection. The small colonies were readily agglutinated 
by gallimiium serum; a iew’ of these were picked, cultured and 
labelled culture 415. The large colonies were tested against various 
“O'’, type and group serum dilutions on glass slides. A distinct 
fine granular agglutination was 'obtained with the “ 0 " sera of 
nenftenberg and anatum ; coarse floccules were produced by group sera 
(e.g. cholerae-suis var. Kunzetulorf serum) and by neArport, reading ^ 
onderstepoort and anatum type sera. Some of the large colonies were 
sub-cultured and labelled culture 414, and a rabbit w as immunised 
with it. The preliminary tests showed that vulture 414 w’us related 
partly to senftenherg and anatum on account of its “ 0 " antigen and 
partly to newport, reining, onderstepoort and anatum on account of 
its “ n “ specific antigen, and that it was di-phasic. Cross aggluti- 
nation and absorption tests were, therefore, perfoimed, first with 
culture 414, anatum and senftenherg (Table 2 ()d). 

The results of Table 20i) show that culture 414 has the same 
antigenic structure as anatum. Culture 414 completely absorbed all 
the agglutinins (“ O ", type and group) from anatum serum, as well 
as from the homologous serum, while anatum completely exhausted 
the sera of culture 414 and of itself. Anatum var. muenster ocmi- 
pletely exhausted both the “0 " and specific agglutinins from 414 
serum, but it merely reduced the non-specific titre from 6,400 to 1,6(J0. 
Culture 414 should/ therefore, be regarded as a strain af anatum. , 
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Culture 414, obtained from the small colonies, was tested against 
gallinaruvi 43 serum and was agglutinated by it to full titre 
(1:1,600); it also completely absorbed gallinarum 43 serum, showing 
that it contained the same antigenic components as gallinarum. The 
fermentation tests given below (Table 25) are also typical for 
gallinarum. Culture 415 should, therefore, be regarded as a strain 
of gallinarum. Antiserum for culture 415 was not prepared and the 
absorption test performed was one-sided. 

In this outbreak also it is not certain whether anatum cultun 
414 or gallinarum 415 was the primary cause of the disease. Salmo- 
nellas were found in two cultures only — three were made — and both 
contained anatum as well as gallinarum. On account of the fre- 
quency of gallinarum infection, however, and on account of the pre- 
dominence of gallinarum colonies in the first subcultures made, it 
seems probable that the organism of fowl typhoid was the main etio- 
logical agent in this outbreak. 

In addition to these outbreaks of Salmonella infection in poultry, 
149 epizootics of fowl typhoid and 65 outbreaks of disease in young 
chicks were also investigated. In most of the cases heart-blood and 
spleen cultures were made by Mr. J. D. W. A. Coles and submitted 
to me for identification. Some of the cultures were made by me 
personally, and culture 206 was obtained by l)r. Martinaglia from 
one of a number of chicks thought to be affected with bacillary white 
diarrhoea. On ]dating culture 206 I noticed that both large and 
small colonies appeared on the agar within 24 hours. As large and 
small colonies have freouently been observed in cultures of ptdlorum 
that were unquestionably pure, especially after allowing the cultures 
to stand a day or two at-room temperature, the existence of a mixed 
infection was not suspected; nevertheless, a few of the small, and 
some of the large colonies were picked and cultured separately. The 
large colonies yielded a dense growth of actively motile organisms, 
while the small colonies gave rise to a much poorer growth of non- 
motile bacteria. In order to determine the purity of the two cultures, 
my colleague. Dr. J, II. Mason, kindly undertook to single-cell them; 
the growths obtained from the single-cells were labelled culture 207 
and culture 208 for the non-motile and motile bacteria respectively. 

The two cultures were now tested against various “ O type 
and group sera. Culture 207 was agglutinated only by “O’* sera 
containing factor IX, while culture 208, which proved to be mono- 
phasic, was flocculated by H sera containing factor d, as well as 
by 0 ’’ sera with factor IX. 

With a view to carrying out complete absorption tests, antisera 
were prepared against both culture 207 and 208. But as culture 208 
was agglutinated with sera containing “ 0 factor IX and H 
specific factor d, it was evident that the organisms comprising the 
culture were closely related to S, typhi, which contains both these 
components. Absorption tests were, therefore, performed with 5. 
fyphi, as shown in doable 21. 

The results of these tests clearly show that culture 208 absorbs 
all agglutinins (“ 0 and H '’) from S, typhi serum, as well as 
from its own serum, while S, typhi completely exhausts both the 
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homologous serum and 208 serum. Culture 208, therefore, has the 
same antigenic structure as S, typhi, ^i^d should be regarded as a 
strain of this organism. S. typhi is not regarded as a pathogen for 
poultry, and it is not known to be carried by fowls. It is true that 
Emmel (1936) claims to have isolated S, typhi ^ S> paratyphi- A ^ 
S. paratyphi-o and other galmonellas from the intestinal contents of 
fowls suffering from enteritis due to coccidiosis or verminosis, but 
he gives no information on what basis the organisms were recognised, 
and his conclusions require confirmation before they can be accepted. 
For comparison see biochemical tests in Table 25. 


Table 21. 


Antigen. ^ 

1 Typhi 

1 Smm 

1 Absorbed 
by Typhi. 

Typhi 
Serum 
Absorbed 
by 208. 

Typhi 

Serum 

Un- 

absorbed. 

208 
Serum 
Absorbed 
by Typhi. 

208 
Serum 
Absorbed 
by 208. 

208 

Serum 

Un- 

absorbed. 

Typhi “0” 

0 

0 

3,200 

0 

0 

1,600 

Typhi “H” 

0 

0 

25,600 

0 

0 

12,800 

208—“ 0 “ 

0 

0 

3,200 

0 

0 

1,600 

208— “H” 

0 

0 

25,600 

0 

0 

25,600 


0 as less than 1 : 100. 


As culture 207 was readily agglutinated by 0 sera containing 
factor IX, and as pullorum infection was suspected, absorption tests 
were performed with S. pullorum^ which like culture 207 is 
non-motile. The results, which are given in Table 22, show that 
culture 207 absorbs all the 0 agglutinins from pullorum serum 
and that pullorum completely exhausts the serum of culture 207. But 
pullorum and gallinarum have the same somatic antigenic 
components, so tnat it is not possible to determine by means of a 
serological test alone to which of these two types cultwre 207 belongs ; 
a final differentiation can be made only by means of fermentation 
tests (Table 25). According to these tests culture 207 corresponds to 
Salmonella pullorum. 

Table 22. 


Antigen. 

PuUomm 

Serum 

Absorbed 

by 

PvUorum. 

Pullorum 

Serum 

Absorbed 

by 

207. 

PuUorum 

Serum 

Un. 

absorbed. 

207 

Serum 

Absorbed 

by 

PuUorum. 

1 

207 

Serum 

Absorbed 

by 

207. 

207 

Serum 

Un. 

absorbed. 

Ptdlofwm “0”... 

0 

0 

3,200 

0 

0 

3,200 

2(»7— “ 0 ” 

0 

0 

3,200 

0 

0 

3,200 


0 = less than 1 : 00. 

PvUofwm « PuUorum Bb 26 of the N.O. of typo onltaies. 


Ducussion. 

Of the 139 outbreaks of fowl typhoid 137 cultures were obtained 
from fowls and two from turkeys. Against four of these, antisesia 
were prepared for the xmrpose of performing absorption tests with 
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strains of galUnarum and pullorum obtained from the National 
Collection of Type Cultures of the Lister Institute. In Table 23 the 
results are given which were obtained with culture 29 ; the 
results obtained with the other three cultures (249, 314 and 340) are 
similar, but are not given. Table 23 shows that culture 29 absorbs 
all the “O’’ agglutinins from galliuarum serum, as well as from 
the homologous serum, while galUnarum exhausts both its own serum 
and 29 serum. Similar results were obtained when pullorum serum 
was substituted for galUnarum serum, and pullorum cultures used 
for the absorption tests instead of galUnarum. Cultures 29, 249, 
314 and 340, therefore, resemble both galUnarum and pullorum 
serologically, but their fermentation reactions (Table 25) corresponded 
to those of galUnarum^ so that they should be regarded as strains of 
galUnarum. The other 135 cultures were used for unilateral 
absorption tests of galUnarum serum, and were found to remove all 
the “0” agglutinins from the serum; the fermentation reactions 
of all these cultures also resembled those of galUnarum. 


Table 23. 


Antigen. 

GaUi- 

narum 

Serum 

a.b. 

Oalii- 

narum. 

GaUi- 

narum 

B. a.b. 
29. 

OaUi- 
narum 
». Uiiab- 
sorbed. 

1 

2» 8. 
a.b. 
GaUi- 
narum. 

29 8. 
a.b. 

29. 

29 B. 
Unab- 
sorbed. 

GaUinarum 

**0” 

0 

0 

1,6(H) 

0 

0 

1,600 

26— “0”. 

i 

0 

0 

j 

1,600 

0 

0 

1,600 


OaUinarum = gaUinarum 416 of N.C. of typo culturos. 
0 = less than 1 in 50. 
a.b. =s absorbed by. 
s. = Borum. 


A study was also made of 55 cultures obtained from a number 
of few day old chicks suffering from an acute disease, and from 
the ovaries of hens that gave a positive agglutination test for 
pullorum. Against three of these, cultures 317, 322, and 436, 
antisera were prepared for absorption tests. The results, which .are 
given in Table 24, show^ that culture 317 removes all the “ 0 ” 
agglutinins from pullorum semm and from the homologous serum, 
while pullorum also completely exhausts both these sera. Similar 
results were also obtained with cultures 322 and 436 and pullorum. 
When galUnarum was substituted for pullorum identical results were 
obtained, so that identification of the cultures could not be made 
entirely on the basis of the serological test — fermentation tests were 
necessary for the complete differentiation between galUnarum and 
pullorum \ these are given in Table 25. Unilateral absorption tests 
were performed with the other 52 cultures and pullorum or galUnarum 
sei*um, resulting in the complete absorption of the sera. But when 
fermentation tests were carried out, it was found that the reactions 
of 42 of the cultures resembled those of pullorum, while the other 
10 corresponded to galUnarum. 
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TABI.E 24. 


Antigen. 

PvUorum 

Serum 

Absorbed 

by 

PvUorum, 

PuUomm 

Serum 

Absorbed 

by 

817. 

PuUorum 

Serum 

Un- 

absorbed. 

317 

Serum 

Absorbed 

PvUonm, 

317 

Serum 

Absorbed 

by 

317. 

817 

Serum 

Un- 

absorbed; 

FMomm “ 0 r. . . 

0 

0 

3»200 

0 

0 

1,600 

317—" 0 ” 

0 

0 

3,200 

0 

0 

1.600 


PnUorum = PuUorum Bb. 26. 
0 » less than 1 in 60. 


Recently 1 have studied a culture of pullorum isolated from the 
spleen of a duck by a colleague, Mr. Haig. 

Ac(M)rding to the fermentation reactions, therefore, 45 of the 
cultures from few day old chicks and infected ovaries of adult hens 
should be regarded as pullorum^ while the other 10 cultures fall under 
gallinarum. The clinical symptoms and lesions presented by the 
chicks from which pullorum cultures were isolated did not differ 
materially from those which yielded cultures of gallinaruvu A 
diagnosis of infection with either gallinarum or pullorum in very 
young chicks should, therefore, not be made, unless fermentation 
tests have been carried out, as well as serological tests. 

The fermentation reactions given in Table 25 include the 
rhamnose test of Bitter, Weigmann and Ha^ (1926), the glycerin- 
fuchsin-broth test of Stern (1916) and the d-tartrate test of Jordan 
and Harmon (1928). By using solid agar media advised by Jordan 
and Harmon more clear-cut results were obtained than with the fluid 
media of Silberstein (1931); in positive reactions the colour of the 
(phenol-red) was changed yellow by the acid formed. The the extent 
to which this discolouration of the agar occurred varied even with 
different strains of the same organism; stab cultures were made and 
the discolouration started from the inoculum, spreading from this 
point in all directions. In some cases barely a quarter of the 
medium was changed, while in others as much as a half or three- 
quarters had turned yellow. 

Fifty of the strains labelled dublin gave negative tests with 
Bitter’s rhamnose and Stern’s glycerin-fuchsin-broth ; with the 
d-tartrate test of Jordan and Hannon the indicator was changed 
yellow about half-way down the tubes ( + + ) in 14 cultures, and 
about one quarter down the tube (-f) in the remaining 36 cultures — 
47 of the cultures were not tested with these media. ^ Out of 97 
cultures, 76 were arabinose negative and 21 were positive after 5 
days incubation; 79 were rhamnose positive and 18 were negative 
after 48 hours incubation. But the rhamnose was generally 
fermented after 4 or. 6 days in the incubator. The antigenic structure 
of all the 97 strains was identical with that of S. enteritidds var. 
duhlin. 
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For comparison five stock strains of dublin were studied. Of 
these Pesch 256, Cambridge 1 and Topley were positive with Stern’s 
glycerin-fuschin-broth, while dublin (Enox) and ParacoU (Savage) 
255 gave a negative reaction. All five reacted negatively with 
Bitter’s rhamnose and positively with Jordan and Hamon’s 
d-tartrate. On comparing the antigenic structure of Cambridge 1 
and Topley with that of dublin (Enox) by means of agglutination 
and absorption tests the three cultures were found to be identical; 
both Cambridge 1 and Topley completely exhausted dublin (Enox) 
serum. 

Of the three strains which corresponded antigenically to S, 
enteritidis all gave a positive reaction to Bitter’s rhamnose, two 
(cultures 290 and 418) reacted positively with Stern’s fuchsin-broth 
and one (culture 216) failed to change it. All three cultures were 
positive with Jordan and Harmon’s medium. The three stock 
strains, M.7. and D.5, and Weybridge gave a positive reaction with 
Bitter’s rhamnose, Stern’s fuchsin-broth and Jordan and Harmon’s 
d-tartrate. 

Of the 13 strains which were antigenically identical with typhi- 
murium (Glasgow) all were Stern and d-tartrate positive, twelve 
were Bitter positive and one (culture 367) was Bitter negative. 
Eight of the cultures were inosite positive and two (strains 357 and 
502) were negative; nine were positive and one (strain 357) was 
negative with rhamnose, while all the ten tested fermented 
arabinose. Ctilture 357 was both rhamnose and inosite negative. 
Moreover, a complete mirror absorption test performed with culture 
357 (Table 20c) showed without doubt that it is a strain of typhir 
murium. Of the typhi-murium stock strains tested all five were 
Bitter and d-tartrate positive, three (Mutton 74, Glasgow and 
Weybridge) were Stern positive, while two (Binns and Breslau) were 
Stern negative. 

The one strain of typhi-rmrium var. CopenhagenrStorrs- 
(culture 478) studied gave positive Bitter, Stern and d-tartrate 
reactions. It fermented both inosite and maltose, but not arabinose ; 
while the stock strain Storrs 19500 fermented arabinose and inosite, 
but not maltose; it was also Bitter and d-tartrate positive, but 
Stern negative. The two strains of Copenhagen (659 and 1147) both 
fermented maltose and arabinose but not inosite; both were Bitter, 
Stern and d-tartrate positive. Antigenically, however, Copenhagen 
{Stem) 478, Storrs 19500 and the two strains of Copenhagen were 
identical (Table 12). 

For comparison 5 stock strains of paratyphi-B were included in 
the test. Of these three (D.C., Grey and Odense) were Stern positive 
and two (Schottmuller ^ and Lowestoft) were negative ; only one 
(Grey) was Bitter positive, the other four were negative. All five 
reacted negatively with Jordan and Harmon’s d-tartrate. 

The six strains which resembled cholerae-suis (Eunzendorf) 
antigenically were all Bitter and d-tartrate positive but Stern 
negative. 

There was only one culture (strain 89p which had the same 
antigenic structure as boms^morbificans* Like the original culture 
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of Basenau it was Bitter, Stem and d-tartrate positive, but the 
strain of Sladden and Scott differed from it on account of its negative 
Bitter reaction. 

The strain of anatum (culture 414) studied gave a positive 
reaction with Bitter, Stem and d-tartrate, resembling, therefore, 
the two stock strains (3701 and 3702). 

Like abortus-equi W.H.2, the one strain (culture 219) studied 
reacted positively to Bitter and d-tartrate, but negatively to Stern’s 
glycerin-fuchsin-broth. It was found to be anaerogenic. 

Both strains of amersfoort and the one of onderstepoort were 
positive with Stern, Bitter and d-tartrate. 

All the forty galUnarum strains tested gave a negative reaction 
with Bitter and Stern, but a positive one with Jordan and Harmon's 
d-tartrate. Out of 139 strains 119 fermented arabinose, while 20 
failed to do so after 4 days. All the cultures fermented rhamnose, 
but in the case of 17 of the strains the fermentation was delayed. 
All were dulcite and maltose positive. 

The fifteen strains of pullorum tested all failed to react on 
Bitter, Stern or d-tartrate. Thirty-seven of the 45 strains fermented 
arabinose, but 8 failed to do so. All the 45 strains fermented 
rhamnose, but in 10 the reaction was delayed. All were dulcite 
and maltose negative, and all 45 strains were anaerogenic. (Becently 
a few aerogenic strains w*ere iso<lated.) 

For the differentiation of S, galUnarum and S. pullorum the 
cysteine-gelatin medium of Hinshaw and Bettger (1936) was tried, 
but the organisms failed to grow in the medium so that no change 
could be detected in the tubes. The cysteine used was freshly 
prepared. 

Only one strain of S, typhi was studied. The original culture, 
obtained from a chicken by Martinaglia, was found to be composed 
of a mixture of two organisms when I received it; the one non- 
motile and the other motile. After “ single-celling ”, the non- 
motile culture w'as labelled “ strain 207 ” and the motile one 
‘‘ strain 208 ”. The former resembled pullorum and galUnarum 
antigenically (Table 22) and pullorum biochemically; while culture 
208 was found to have the same antigenic structure as typhi (Table 
21). The fermentation reactions of the latter, however, did not 
altogether correspond to those of the stock strains of typhi employed. 
Like typhiy culture 208 was Bitter and Stern negative, and d-tartrate 
positive. Four years ago culture 208 fermented dulcite slowly, and 
maltose within 24 hours, but at present it fails to ferment dulcite 
and the fermentation of maltose is delayed for about five days. All 
the stock strains of typhi used fermented maltose within 24 hours, 
but failed to ferment dulcite. The fermentation reactions of culture 
208 are, therefore, not quite typical of typhi^ but its antigenic 
structure is identical with that of this bacterium.^ When it was 
found that a change had occurred in the fermentation reactions of 
culture 208 after four years, the serolof^cal tests were repeated. 
The results of these tests show that the antigenic structure of culture 
208 has remained unaltered, and that it still resembles typhi. 
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When the biochemical reactions of the different types of 
^ Salmonellas . studied are compared with their serological reactions 
very marked differences may be exhibited by several strains belong- 
ing to the same serological type. For example, some striking 
variations in their fermentation reactions were manifested by the 
four strains of typhi-murium var. storrs {Copenhchffen) studied; the 
one strain 478 described by me and the other 3 stock strains. All 
four gave positive Bitter and d-tartrate tests; three (Storrs 478 and 
Copenhagen 659 and 1147) were Stern positive and fermented 
maltose, while one (Storrs 19500) gave a negative reaction to these 
tests. Two (Storrs 478 and 19500) were inosite positive and two 
(Copenhagen 659 and 1147) were negative. All four were antigeni- 
cally identical (Table 12). 

Analogous variations have been observed in the case of typhi^ 
murium^ paratyphi-B, enteritidis, enteritidis var. duhlin, bovis- 
moi^bificans and, to a lesser degree with typhia pullomm and 
gallinarum. 


SUMMARY. 

Altogether 318 strains of Salmonella from different species of 
animals have been studied. The antigenic analysis obtained is 
summarised in Table 26 and the biochemical reactions are given in 
Table 25. 

The results recorded in Tables 25 and 26 therefore, show that 
the biochemical reactions of Salmonellas, although very useful as 
complementary tests, cannot be solely relied upon for the identifica- 
tion of the type or species of organism. Many of the types whi(‘h 
were indistinguishable on serological grounds were found to differ 
in their fermentation reactions, whereas others which differed 
markedly in their antigenic composition showed identical biochemical 
reactions. For the recognition of the type of Salmonella studied, 
reliance can be placed only on the antigenic analysis of the bacterium 
by means of carefully performed serological tests. 
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Jiy H. 0. AKiNXlO and li. ,T. URTJiEPP, Sec-lion of Parasitology. 

OiKlersiepoort. 


Ill a previous imper (lM(i) the authors reported on aiithelinintle 
tests with tetraehlfuethyleiie against the hookworm Gaiyena 
paehyseelis and other nematodes of sheep. In this (onneeiion it 
was mentioned that a mixture of the drug with mineral oil had 
two distinct disadvantages, viz. that fumes of the drug tended to 
cause (‘oughing and choking when the sheep were not drenched very 
carefully and that the rajdd ahsorption of the drug trom the digestive 
lra<*t produc<*d giddiness and anae.sthesia. llrief information was 
further given on attempts to overcome these difficulties by 
emulsifying the tetraclilorethylene and some sucMess had been 
oI)taim‘d witli an ordinary soap emulsion. 

In this paper it is intended to report on the further develop- 
ment of tetrachlorethylene therapy against the Gaiyeria hookworm 
and other worms incidentally affected. 

The soap emulsion beforemen tinned overcame the trouble of 
coughing and choking, but it was not satisfactory for several reasons. 
When shaken, this emulsion formed much forth, which led to 
inaccuracies in its use. It had to be made and diluted with distilled 
nr very soft water. It broke in the abomasum and so did not prevent 
giddiness due to rapid absorption. A stable emulsion of 
tetrachlorethylene alone could not he obtained, so that liquid paraffin 
had to be added, thus increasing costs and volume for transport. 

In the further investigation it was attempted roughly to 
standardise the te<diiiique use<l, in order to obtain a basis for 
comparison of the different emulsions made, in regard to their 
physical properties. A stirring apparatus was made, consisting of 
a vertical shaft carrying two small propellers, of which the lower 
one produced an upward and the upper one a downward current. 
The distance between the t%vo propellers on the shaft could be altered. 
The shaft was revolved at a rate of about 300-400 r.p.m. by a small 
electric motor taken from an old fan. The si)eed would naturally 
vary with the viscosity of the enilusion. The stirrer worked in a 
glass cylinder which was slightly wider than the width of the 
propellers. 
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It is obvious that the apparatus is not comparable in eflicieucy 
to modern emulsifying machinery and that a very high dispersion 
cannot be obtained with it, but it proved to be a satisfactoiy 
instrument for preliminary tests. 

When an emulsion had been made a small sample was diluted 
with water on a slide and the size of the particles was measured 
under the microscope. Another sample was diluted with 4-10 parts 
of tapwater (which is fairly hard) to test the effect of such dilution 
on the emulsion and to observe the rate of precipitation on standing. 
Further samples were mixed with 1 and 1*5 per cent, concentrations 
of hydrochloric acid. In general the effect of a 1*5 per cent, 
hydrochloric acid solution on such an emulsion was found to be 
similar to the effect of fresh abomasal juice of sheep. The effect 
of the latter itself was also tested on various occasions. Further 
samples of the emulsion were left standing in order to determine 
their keeping qualities and samples were also placed in a 
refrigerator to test the effect of low temperatures. 

it is not intended here to present a full report on all the 
substances tested as emulsifiers and stabilisers, but it should be 
mentioned that many were tried, including substances now widely 
used in emulsification, such as sulphouated (castor oil, triethyno- 
lamine, silicates, etc. The result of these investigations was an 
emulsion of tetrachlorethylene, made with a resin soap as emulsifier 
and casein as stabiliser, described below\ In arriving at a decision 
as to the most suitable form of emulsion, the main factors considered 
were simplicity, cheapness both in manufacture and transport, 
keeping qualities and above all suitability for the purpose in view 
as well as efficacy against the parasites. 

Ilesiii soaps have been and are being used in the manufacture 
of many emulsions. They are easy to make and have one particular 
advantage that they can be diluted with any ordinary water, since 
the calcium and magnesium rq^inates are soluble in water. 

Casein as stabiliser is also well knowm. It is cheap, since only 
small quantities are required, and it can be readily incorporated 
in the resin soap. As stabiliser for the tetrachlorethylene emulsion 
it is quite satisfactory and it plays an important part in retarding 
absorption of the drug, as will be mentioned later. 

Fesin soap alone does not produce a satisfactory emulsion, 
because it is broken by acid, although in other ways the emulsion 
is not a bad one, as is shown by the following example; — 

EmuUifi,cr : Water 800 c.c., NaOH 5 gm.’, Besin 40 gm. 

Emulsion: Emulsifier 50 c.c., Tetrachlorethylene 160 c.c. 
A moderately thick emulsion (pours well but flows 
slowly). 

Particles: Mostly very small, largest measuring 6*6 /a. 

Dilution: No change; precipitation 1/60 in first hour in 1:4 
dilution. 

Acid resistance: 1*6 per cent. HCl breaks emulsion 
immediately. 

Keeping qualities: After 14 days no change, then discarded. 
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Series ot emulsions with resin soap and easein were made in 
order to determine the most satisfactory proportions of each of the 
inprredients, particularly in the emulsifier. 

Resin , — The quantity of resin used is of no great importance 
above a certain minimum. Excess of resin, above the minimum, 
if it is all saponified, will produce a thicker emulsifier and a thicker 
emulsion, but no important change in the size of the particles. The 
emulsion, however, soon liecomes so thick that it does not flow 
readily and is therefore unsatisfactory in practice. If not saponified, 
excess resin is dissolved by the tetrachlorethylene, also producing a 
thicker emulsion. The quantity of resin determined as optimal in 
laboratory t«‘sts was 5 per (‘ent. of the emulsifier. 

Casein . — The optimiun quantity of casein corresiionds to the 
(|uantity of resin used and is also 5 per cent, of the emulsifier. 
A smaller quantity j)rodu(ies a thinner emulsion and the particle 
size increases. A larger quantity produces a thicker emulsion 
wiiliout decrease in particle size. 

Alkali , — The (jiiantity of alkali must be exactly sufticient to 
comhiiie with the resin and casein, leaving no excess of free alkali 
ill the emulsifier. Too little alkali will leave unsaponified resin 
and uncornbined luisein and produces a thinner emulsion which 
does not keep well. Excess alkali also produces a thinner emulsion 
and, although the particle size is also decreased, the emulsion has 
poor keeping qualities. The correct quantity of alkali would have 
to he determined for each sample of resin used, as it would vary 
with the saponification value of the resin. If a highly saponifiable 
resin is used, the quantity of alkali required for 5 per cent, resin 
and b j)er cent, casein is equivalent to 0*75 per cent. NaOll, all 
in relation to the total quantity of the emulsifier. Ammonia and 
sodium carbonate were tried as alkalis, but there is no ])articular 
advantage in using them and consequently NaOH was decided upon. 

The emulsifier was eventually made as follows: — To 500 c.e. 
iapwater, heated to 70^ C., is added 6 gin. NaOH and then 40 gra. 
casein is rapidly stirred in. The casein should contain as little fat 
as possible and sliould dissolve readily. The solution is then heated 
to 85^ C. and 40 gin. ground resin is stirred in rapidly. A higlily 
saponifiable resin should be used, such as is used in most soap 
factories. It should not be ground to a fine powder, else it will 
tend to form lumps which dissolve slowly. A coarsely ground resin 
forms no lumps and dissolves readily. The solution should be kept 
at 85® 0. and stirred for about 16-20 minutes until complete 
combination of the alkali with the other ingredients has occurred. 
Jt is then made up to 800 c.c. with cool water. 

In the laboratory, with the apparatus described, an emulsion 
of suitable thic^kness and maximum particle size of B g is obtained 
with 25 per <^ent. emulsifier and 75 per cent, tetrachlorethylene. 
Samples of such emulsions made over 2 years ago are still keeping 
well and appear to he unaltered in all respects. 

When the process was repeated on a large scale and using a 
colloid-mill type of emulsifying machine, it was found that 
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incorporation of air into the emulsion during the process of mixing 
must be guarded against, since small air-bubbles will hang on in 
the emulsion and cause it to break after some weeks. 

In order to obtain a moderately thick, stable, stock emulsion 
the tetrachlorethylene has to be added to the emulsifier in successive 
small quantities while mixing proceeds, and this is especially 
important in the initial stages. If the requisite quantities of alkali, 
casein and water are mixed with tetrachlorethylene w hich contains 
the correct quantity of resin in solution, emulsification occurs 
rai)idly simultaneously with saponification of the resin. The 
emulsion, however, does not keep well, probably on a(*count of the 
fact that saponification is not complete and some alkali remains 
free. 


The emulsion described above can be diluted with any ordinary 
w^ater. It causes no coughing if it is properly administered. Mixed 
with I '5 per cent, hydrochloric acid or abumasal juice, the emulsion 
does not break, but the casein is pre(‘ipitated in floccules which, 
when examined microscopically, a])pear like a thick emulsion and 
contain the particles of tetrachlorethylene in the same finely 
dispersed state in w’hich they existed in the original emulsion. It 
is probably this reaction which retards absorption to some extent 
and prevents giddiness, because the tetrachlorethylene will most 
likely he released gradually from the floccules of casein as the 
latter become digested. 

The emulsion is issued in tlie concentrated form ajid is diluted 
w’ith an equal quantity of water l)efore use. The dose for an adult 
sheep is 20 c.c. of the diluted emulsion — i.e. 7*5 c.c. tetrachlore- 
thylene — for lambs of 6-12 months old 15 c.c. and for lambs of 
3-6 months old 10 c.c. The remedy is given after a preliminary 
dose of 2*5 c.c. 10 per cent, copper sulphate, so that it should 
be swallow’ed into the abomasum. It is not necessary to starve the 
animals or to keep them frcmi water, but the treament should be 
carried out in the late afternocm or early morning when it is coni 
and the animals should be handled quietly. 

Experience so far obtained with this emulsion indicates that 
it is very safe. Tetrachlorethylene is apparently not very harmful. 
Beyond anaesthesia, from which animals recover if they are left 
undisturbed when they lie properly, no harmful effects have been 
noticjed. An unsatisfac tory emulsion may break, and, if this is 
administered by an unsuspecting farmer, coughing and choking wdth 
ill results may follow, Imt a good emulsion can be rec*-ommendcMl 
with safety aocoriling tc» j)resent experience. 

The emulsion has been found to he effective against Haemonchm 
eontorUis, Trichosfrongylm spp., Nematodirm, Gaigeria pachyscelis 
and Bunostomvm frigouocephalum in sheep. It has not been tested 
against Ostertagia l>ec^u8e sheep infected with these parasites were 
not available, but it is quite possible that it may be effective also 
in this case. Against Bunostomum the emulsion is not as effective 
as against Gaigeria, possibly on account of the fact that the former 
parasite is normally located farther back in the small intestine than 
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the latter and lesH of the drug rea(‘hes it. Against Oeso'phagosionnim 
volumbianuvi the efficacy is low and very variable on account of 
rapid absorption of the drug from the small intestine. The addition 
of 1 c.c. of croton oil to each 10 c.c. of undiluted emulsion increases 
its efficacy against the nodular worm, but it is very debatable 
whether this is due to tetracdilorethylene or to the purgative action 
of the croton oil and whether it is desirable to administer croton 
oil to sheep suffering from oesophagostoniiasis, especially if one 
considers the condition of their intestines. 


SrMMAHY. 

An emulsion of tetrachlorethylene is described, which is 
effective against hookworms in sheep (Gniffprin and Jhntostomum) 
and against Hapmonchus, Trivlwstrongylus and Mpmatodtrus, The 
emulsion does not <‘ause coughing and choking when it is 
administered with leasonable care and does not jiroduce giddiness 
sinc.e absorption is somewhat rertarded. The factor of safety is 
relatively high. 
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Ik his study on ihe variations in reaction of rats to ditterent diets 
llloonifield (1937) observed that when a series of rats of the same 
l»reed and of approKimaltdy the same age was placed on a detective 
diet, there were greal individual variations in weight 1<kss. 
Hepelitioiis ot the exi)eriments after weight loss had been restored 
by a normal diet showed that, on the wdiole, the animals which lost 
iiKJst weight in the first instance did so again and rice rrrsa. In a 
further study Frerndi and Bloomfield (1937) stated that “ rats which 
have lost weight as the result of a defective diet and have then been 
restored to * normal ’ by stock ration show a more rapid weight loss 
it now' placed for a .second time on the same defective diet. This 
‘ secondary rapid weight loss ’ may occur after as long an interval 
as StI days between the first and sec'cmd pmiods on defective diet ”. 
The authors, therefore, believe that thc‘v have e.stablishc^d what may 
perhaps be called a state of “ latent deficiency rnfortunately. 
French and Bloomfield did not measure the food intake and they did 
not state wdudher their animals w’ere ke]>t on sc*reens or whc*thc*r they 
were allowed acress to their exc reta. 

Inasmuch as South Africa is know'ii for its periodical droughts 
and adverse seasons, a large ])ercentage of the livestock in this country 
must sometimes exist for prolonged periods on food j)robably very 
defic’icMit in one or moie respects. If such periods follow one another 
in close suc'cession, as is sometime.s the c*ase, and if the observation of 
French and BbHimfield also hedds true for farm animals, it is obvicuis 
that this phenomenon should be of great inijuirtance to the livestock 
industry in this country. The following experiments wcue planned, 
therefore, with the object of further investigating this ])roblem. 

Experimkntal. 

Young mature rats of the same breed and of approximately the 
same age were used in these experiments. They were raised on the 
colony stock ration used in this laWatory. Before being ])ut on the 
defective diets, they were fed for one w’eek on the synthetic 
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(experimental) stork ration used in these experiments. The rats 
were then fed, in addition to distilled water, diets * that were 
defective in various respects. The number of rats on each diet varied 
from 12 to 24 with an even number of males and females in each 
gi'oup. Each rat was housed in a separate cage and, with the 
ex<*eption of experiment IV, kept on a wire screen. The animals 
were weighed every other day but were fed daily and the total 
individual food consumption for every two days recorded. The 
(5oraposilion of the stock and defective diets is given in Table I. 

rABT,E I. 

CoMPosiTfON OF Rations in Pkwcentage in* Wfjght. 


VgUow maize moal 

Linseed oil moal 

Crude casein 

Dried brewers’ yeast 

Lucerne meal 

Butter fat 

Beef liv<»r (dried at 70® C.) 

Bone ash 

Cod liver oil 

CaCOj 

NaCl 

Doxtrinized stanch 

Lard 

Salt 40t 

Agar 


* Plus tap water ami fresh 
t The experimental 8to(;k ration used by French and Bloomfield ti» restoit* their 
depleted animals to normal weight was the same as that of Addis and co-workers (1926). 
The ration consists of maize starch 44, casein 16, lard 14, cod liver oil 10, salt mixture 
(Osborne and Mendel) 4, yeast 10, and lucerne meal 2 parts by weight. This ration seems 
to be complete in every aspect and no doubt not inferior to the oxptjriinental stock ration 
used in this laboratory. Therefore, it is improbable that the difforeiKH* in weight lost by 
rats during the first and second trials on the defective diet was due to the intermediate 
feeding by French and Bloomfield of a stock ration which was in itself not optinnim in 
every respect. 

X The com})ositiun of Salt 40 was similar to that of Stecnbock and Nelson (1922) as 
modified by Keenan and others (1933). 

Altogether there were six experiments. A description of these is 
given below and the data obtained on weight loss and food intake 
during these experiments are summarised in Table II. Furthermore, 
the average (uirves of each group for weight loss, food per rat per day, 


Colony 

Stock 

Diet.* 


60 

12 

10 

6 

3 

5 

2 

] 

1 

0*5 

0-6 


Experi- 

mental 

Stock 

Diot.t 


20 

8 

7 


5 

1 

45 

10 

4 


Diet low 
in 


Diet low' 
in 


Vitamins j N^itamins, 
and ! Minerals 
Minerals. | and Bulk. 

1 


20 


Diet 
low in 
Proteins. 


62-5 

15 


20 


65 

15 


^ I 


72 

10 

4 


whole milk ud libitum. 


* All the synthetic food mixtures were stored in a refrigerator, and, in 
order to prevent the development of rancidity, only enough of each ration 
to last for about three to four days w'as mixed at a time. 
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and food per 100 rat per da.v, are given in figures I to VI. The 
solid lines are curves during the first trial on defective diet, the 
broken lines represent the second trial. In all the experiments the 
initial body weight is taken as lt)0 and the changes are expressed in 
actual grams lost per day. 


Eivperiment /. 

The 12 animals in this gi'oup were fed the vitamin and mineral 
low diet (but containing H-f} per cent, agar) for 45 days when they 
had lost on the average about 21 per cent, of their body weight. 
They were then returned to the synthetic; stock diet until they had 
regained their former weight and were then again fed the deficient 
diet for another 88 days. It is of interest to point out that seven days 
after the animals had been removed from the defective diet (after 
first trial with weight loss of 21 per cent.) and jdaced on the 
experimental stock diet, they weighed on the average 28 grams more 
than when they were first started on the deficient diet. In othei* 
words, the rats made an incTease of 41*4 per cent, in Inxly weight 
whereas during the week previous to the first trial on the defeclh’c 
diet th(\y only gained 10-7 per (.*ent. in body weight on the same 
diet. The indication of a stimulating aftei'-effect of partial inanition 
on growth therefore sup])orts the results of Kopec and Latyszewski 
(1982) obtained willi mice. The remarkably cjiiick recovery is also 
reflected by the food intake. During the seven days between the 
first and second trials on defective diet the animals (‘onsumed on the 
a\erage 15-8 grams of the stock ration per rat per day or 7*5 grams 
per KlO gram rat ]»er day whereas during the week previous to the 
first trial on defective diet they consumed 12-9 gm. of the stock 
ration per rat ])cr day or fl-l gin, per 100 gm. rat per day. 

The curves in Fig. I show that the males lo%st less weight during 
the second trial on defective diet than during the first hut also 
consumed slightly more food during the .second trial than during the 
first. For the first 11 days the females also lost less in weight and 
consumed more food per rat per day during the second trial than 
during the* first. After that time the curves crossed and the general 
pit turo was just the r(?verse. ilecause the difference in weight lost 
during first and second trials on defective diet seems to he a true 
reflection of the difference in food intake, it is difficult to resist the 
conclusion that, uiuler the experimeutal conditions, the change iir 
weight on defective diet was due primarily to the change in food 
intake. 


K.rjieriment II. 

As tlie results obtained in experiment T do not supfiort those of 
French and Bloomfield (1937), the experiment was repeated with 
12 male and 12 female rats. These animals were fed the same 
deficient diet use^ iii experiment I for 25 days each during the first 
and second trials. 

From the curves given in Fig. 2, it is clear that the males again 
reacted as in the first experiment. The change in weight curve of 
the females is in agreement with those found by French and 
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Bloomfield in so far that the females lost appreciably more in weight 
during the first 12 days of the second trial than during the same 
period of the first. For 8 out of these 12 days the animals even 
(‘onsumed more food per rat daily during the second trial than 
during the first but, when expressed on the basis of a unit body weight 
(100 gm.), they actually consumed less during the second than during 
the first trial which may again help to account for the difference in 
weight lost. 


Experiment 111. 

The deficient ration used in the two previous experiments 
differed from the ration used by French and Bloomfield only in so 
far as it also contained 2*5 per cent, of agar. Because of the 
difference between the results of these investigators and those of the 
writer, it was decided to omit the agar from the diet in order to sec 
to what extent the agar was resimnsible for the discrepancy in results. 
The results obtained with 6 male and 6 female rats are depicted 
graphically in Fig. 3. The males again lost less weight during the 
second trial than during the first whereas there was hardly any 
difference between the weights lost by tbe females during the first 
and second periods on defective diet; and it is evident, therefore, 
that the agar was not Ihe (*ause of the difference in results obtained 
ill tbe two lalioratories.. 


Experiment IV . 

Frehch and Bloomfield did not state whether their animals were 
kej)t on screens or not and it is possible, therefore, that their animals 
had access to their own excreta and that coprojibagy took place. In 
order, therefore, to study tbe effects of a free access to excreta on 
the food intake and weight lost on a defe<’tive diet, 12 animals were* 
kept on wood shavings in individual cages and fed the deficient diet 
used in experiment III. The curves given in Fig. 4 show again that 
the change in weight and food intake of the auinuils did not differ 
much during tbe first and second* trials on the same diet. 

Experiment V . 

In view of the fact that, during the dry seasons the pasture in 
South Africa is of such a poor quality, the livestock, under ranch 
conditions, may not only suffer from a periodical vitamin (especially 
vitamin A) and a widesi»read mineral (Theiler and others, 1920, 1924, 
and du Toit and co-workers, 1932 and 1935) but also from a protein 
(Henrici, 1932a; 1932b, Henrici and Potter, 1934, and Smuts and 
others, 1939) shortage, a fourth group of 0 male and G female lats was 
included on a jiroteiii deficient ration. The ration was complete in 
every respect except that it was very low in proteins. It only contained 
about 0*34 per cent, nitrogen as supplied by the yeast and lucerne 
meal supplements. The first and second periods on this ration 
occupied 44 and 36 days respectively. The curves given in Fig. 5 
show that, on the whole, there are no appreciable differences in the 
performance of the animals during the first and second trials on the 
low protein diet. 
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Expei^iment VL 

Id order to make the experimental conditions as drastic as 
possible, a group of 12 (6 males and 6 females) adult rats were 
starved, except for distilled water, for Ifi days each during the first 
and second trials. The curves given in Fig. C show that the animals 
lost weight at an equal rate during the first and second fasts. 


Summahy. 

(1) Data are presented on the changr^ in body weight and food 
intake of young uialiire rats during the first and second trials on 
diets deficient in minerals and vitamins; minerals, vilamins and 
bulk; and proteins. Data art' also given on the loss in liody weight 
of rats during first and second fasts. 

(2) The results show' that, under the experimental conditions, 
rats which have lost woight as the result of a defective diet, and 
have then been restiued to normal weight bv slock ration did not 
show', as was found by French and llloomfield, a more rapid woight 
loss, if now placed for a second time on the same defective diet. As 
a matfer of fact in the majority of cases the animals lost slightly 
less wu'ight during the second than during the first trial on defective 
diet. This was true no matter whether the rats had free acecss to 
their own excreta or not, 

(3) Similarly, the food intake of the rats did not differ 
appreciably during successive periods on the same defective diet. 


CoNcnrsioN. 

t 

There seems to be a positive relationship between the change in 
daily food consumption and the change in body weight. It is 
proliable, therefore, that the reason why the animals of French and 
Bloomfield lost more rapidly in weight during the second than during 
the first trial on defective diet, was not because of a ‘‘ latent 
deficiency but because their animals consumed, on the whole, less 
food during the second than during the first trial on defective diet. 
Why that should have been so, is diflicult to say, but it is possible 
that the paiatability of their ration was not as good during the second 
as during the first trial. 
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EXPERIMENT 11. 
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Fig. 3.~Graph of data from Experiment III (see text). The solid lines 
are curves during first trial on defective diet, the broken lines represent the 
second trial. 
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EXPKHIMKNT IV. 
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Dayii 



Fig. 4.-^raph of data from Experiment iV (see text). The solid lines 
are curves duiing first trial on defective diet, the broken lines represent the 
second trial. 
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The Endogenous Nitrogen Metabolism of Young 
Sheep with Reference to the Estimation of 
the Maintenance Requirement of Sheep. 


By 

D, B. SMUTS, and J. S. C. MARAIS, Section of Nutrition, 

Onderstepoort. 


That the maintenance requirement of nitrof^en of an animal 
can be measured by the total nitrogen excretion in the urine after 
the endogenous level is attained, is now generally accepted. On 
this basis, the endogenous nitrogen excretion of matun‘ sheep was 
measured (Smuts and Marais 1938) and the results interpreted in 
relation to the maintenance requirement of protein. However, it is 
evident from the literature that the relationship belween the 
endogenous nitrogen and basal metabolism established by Smuts 
(1935) for mature animals may also hold good for young animals, 
l)u Bois (]91()) with human beings, Deighton (1934) with pigs, 
Mitchell (192()) with rats, and Ritssman and Benedict (1930) with 
sheep, have shown that the basal metabolism of immature animals 
is invariably higher than that of mature animals of the same sjiecies. 
On (he other hand, from data of Terroine (1933) with rats, it appears 
that the endogenous nitrogen metabolism reactts in the same way 
and follows the same general trend as the basal metabolism. 
Consequently it follows that the endogenous nitrogen metabolism, 
and therefore the maintenauc,e requirement of protein for immature 
sheep will be greater than that already established by us for mature 
sheep. 

In this study an effort was made to measure the endogenous 
nitrogen metabolism of young sheep with a view to establishing 
their maintenance requirement. 

Experimental. 

Nine young Merino wethers approximately four months of age, 
and weighing from 17 to 28 Kgms., were utilipd. These sheep 
were put for 3 weeks on a standard ration containing 14 per cent, 
lucerne protein. After the termination of this preliminary period, 
they were removed to the metabolism cages and put on a nitrogen- 
low ration, the composition of which is the same as previously 
described by Smuts and Marais (1938). It was, however, found 
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CJ-RAPH 1. 

Kjidogenitus Xitr^tgen E^rc^etiff^n- of Sheejj on a \~lotr ration. 


ODOGENOCS NITROGEN METABOLISM OF TOGNG SHEEP. 


ueijessary to include 10 per cent, of wheat straw and to reduce the 
a^rar to 15 per cent, in order to ensure a hiffh enough food intake 
to cover the enerfi:y requirements. By this method it was possible 
to study the complete curve of nitrogen excretion. 

Experimental Results. 

Curves representing the total nitrogen excretion in the urine 
of the 9 sheep on a nitrogen low ration are given in graphs 1 and 2. 
In comparison with mature sheep kept under the same standai-d 





Graph 2. 

K ndoyenitus X itroffen K.rcrctinn of SJteejj on a X-fotr nttion. 


D. l\, SMUTS AND h S. C. MAIUIS. 


conditions of feeding, namely 14 per cent, lucerne protein, there 
exists a distinct difference in the nitrogen elimination, when placed 
on a nitrogen low ration. With mature sheep, it was noticed that 
after the initial sharp drop in nitrogen excretion on the first Jay, 
there was a further prominent decrease up to the eighth day. 
Thereafter the decrease w'as more gradual, and such that the 
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endogenous level was only reached round about the 14th day. With 
young sheep, as will be seen from the graphs, the position is very 
different. There is in each case ihe characteristic sharp drop in 
the nitrogen excretion the first day, with a very gradual reduction 
up to the 5th or (ith day, when in nearly every case the endogenous 
level is attained. From Iheie onwards the curve representing the 
daily urinary nitrogen almost assumes a straight line representing 
a very (lonstaiit output. Thus there appears to be a distinct 
difference in the amount of nitrogen stored by the actively growing 
sheep and the non-growing or mature sheep. Such a difference may 
be expected on the basis that the growing animal needs in addition 
to its maintenaiHie lequiremeiit, a substantial portion of the available 
uilrogen for tissue synthesis, leaving thus a much smaller fraction 
of the total nitiogen intake for reservation. This siatement is 
endorsed by the fact that mature sheep on an 8 per cent, lucerne 
pndein ration for mouths, attain their endogenous level after (i 
days on a nitrogen low ration, in comparison with 14 days after a 
14 per cent, lucerne protein ration. This indicates, that at the 
higher level of protein feeding almost twice as much nitrogen was 
available for storage as at the lower level. 


The endogenous nitrogen per unit weight in accordance with the 
general view, is higher for young sheep than for mature ones. The 
average figure recorded by us for mature sheep is *041 gnns. per 
Kg. weight, while for immutui^ sheep the average tiguH» obtained 
ill this study is 051 grms. per Kg. Expressed on the basis of 
utilizable protein these figures per 100 lb. weight become 11 fi 
guns, and 14-4 grms. protein. 


In trying to find a general method tor estimating the protein 
reciiiiiements for maintenance, it was stated in .an earlier paper 
I Smuts and Marais (1938)) that the formula adopted by Smuts 
(1935) for the prediction of the protein requirements of matuie 
animals of different species could be applied to sheep. However, 
after assembling all the data thus far obtained on the endogenous 
nitrogen excretion of sheep, it >vas found that the percentage 
deviation from the determined valiu's by the application of the above 
formula could be decreased c.onsiderably by the introduction of a 
different constant. In Table 1 the data pertaining to the endogenous 
nitrogen determinations are tabulated. From these figures a value 
for /• in the formula P- has been established. As will be 

seen, the same value for I< was obtained for mature and young sheep. 
This value w'as then introduced into the fonimlu and the utilikabW 
protein predicted, as shown in column 6. In column 7 the 
percentage deviation has been determined. For mature sheep this 
deviation is only ±2*6 per cent., and wdth young sheep ±5*4 per 
cent. The magnitude of these deviaiioiis is considered exceptionally 
small and much less than the deviation when the general formula 
P^ -88 for different species is applied. Con.*.e:|uently the 

new formula P-*74 ap;^ears to oe better applicable for 

the estimation of the protein requirements for maintenance of mature 
as well as voung sheep. In this formula P equals utilizable protein 
and W weight in Kgm. 


222 



D. B. SMUTS AND J. S. C. MAHAIS. 

Table 1. 


Formula for Predicting the Endogenous Nitrogen {Protein) of Sheep. 


Animal 

No. 

Weight 
in Kgm. 

End. N. as 
Determined. 

End. N. 
Expressi^d 
as 

Protein. 

Value k in 
P- 

' "i 

End I’rotein 
P---, -74 

i^ercontago 

Deviation 

from 

Value. 




IVIature 

iShkki*. 




1 

44-5 

203 

12-69 

•78 

11*99 

_ 

5-5 

2 

400 

1-81 

11-34 

•75 

11-09 

— 

2*2 

3 

37-7 

1-72 

10-75 

•75 

10-62 

... 

1-2 

4 

42*0 

1-84 

1 1 -50 

•74 

11-50 


0-0 

5 

39 0 

1-72 

10-75 

•73 

10-89 


1*3 

7 

40-0 

1*76 

11-00 

•73 

11 09 

— 

0-8 

8 

44-0 

1-79 

11-19 

•70 

11-90 

4- 

6-4 

9 

50-() 

2-01 

12-56 

•72 

13-07 

4 

406 

10 

40-0 

1-75 

10-95 

•73 

11-09 

+ 

1-3 



Average. . . 

— 

•74 

— 

A 

2-5 




YoI’NCJ 

Sheep. 




lA 

17 

•907 

5-67 

•71 

5-92 


4-4 

2A 

20 

102 

6-38 

•70 

6-67 

4 

4-5 

3A 

22 

1-(M) 

6-25 

•65 

715 

4 

14-4 

4A 

18 

•930 

5-81 

•70 

6*17 

-I 

6-2 

5A 

23 

1-20 

7-48 

•75 

7-39 

- 

1*2 

6A 

22 

1-23 

7-69 

•80 

7*15 

- 

70 

8A 

26 

1-34 

8-38 

•77 

• H-09 

— 

3-5 

9A 

25 

1-33 

8-34 

•79 

7*86 

- 

5-4 

lOA 

28 

1-40 

8-75 

•76 

8-54 

— 

2-4 



Average. . . 

-- 

•74 

— 

± 

54 



Average of 1 

’otal 

•74 

— 

4 

4-4 


Ill Table 2 tbe utilizable protein, digestible jirotein, and the 
minimum energy requirements (basal metabolism), have .been 
predicted. The utilizable protein is directly calculated by means of 
the above equation, while the digestible protein is eal(*ulated from 


Table 2. 

Prediction of Maintenance Requirement for Protein for Sheep. 


Weight 
in Kgm. 

Weight 
in !b. 

Utilizable 

Protein 

(P = 74W-’»q 

Digestible 

Protein. 

Basal 

Metabolism. 

Ual/day. 

Basal 

Metabolism 
Ual/per Kgm. 

15 

33 

5-40 

10-80 

432 

29 

20 

44 

6-67 1 

13-34 

534 

27 

30 

66 

8-94 1 

17-88 

715 

24 

35 

77 

1006 

20-12 

805 

23 

40 

88 

11-09 

22-18 

887 

22 

45 

100 

1210 

24-20 

968 

22 

50 

no 

13-07 

26-14 

1,046 

21 
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the utilizable protein by assuininjr a biological value of 50. The 
latter assumption naturally provides for a fair margin of safety, 
since at maintenance level we have not experienced a biological 
value as low as 50. 

The basal metabolism is calculated by assuming that the 
relationship of 2 mgm. endogenous nitrogen or 12*5 mgm. protein 
is equivalent to one Calorie of basal heat. 

It is interesting to note that the digestible protein requirement 
as predicted by the general equation of *88 W for a 1(W lb. 
sheep is 29 grams, by the new equation 24 grams, and according to 
Arnisby (1917) 27 grams. Naturally Armsby’s figure holds good for 
any ration, while the figure obtained in this study will l)e greater or 
smaller depending on the biological value of the feed. 

The basal metabolism in column 5 and expressed per Kg. 
weight in column b is inleiesting in view of the fact that it allows 
for an easy means of predicting the minimum energy lecpiirement. 
A 100 lb. sheep according to our calculations woulcl have a basal 
metabolism of 22 Calories per Kg. weight. This figure coincides 
with the average value of the W-W wethers, W 2-5, W2-41, W 
2-12 and W 2-G of Lines and Pierce (1901). Their average value 
for the four sheep weighing from 41 to 52 Kgms. is 22 c^alories per 
Kgm. Kitzman and Bcneclic^t (1930) obtained an average value of 
27 calories per Kg. whicdi is slightly higher than our figure. These 
sheep, however, were measured for their basal metabolism 18 to 
37 hours after withdrawal of food and may probably not have 
reached the post absorptive c'ondition. Armsby (1917) on the other 
hand, basing his calculations on the work of Henneberg and Kellner, 
arrived at a value of Ifi calories per Kg. 

Por the EE lambs of 5 months of age, Lines and Pierce (1931) 
obtained an average value of 36 calories per Kg'. This value is 
higher than our predicted value of 29 calories. However, it a])pears 
from the work of the above authors that the nutritional level of 
the animal or the seasonal changes in pasture may effect the basal 
metabolism. The seasonal effect is claimed to be due to the (hange 
in protein content. These factors may therefore partly bo responsible 
for oUr lower endogenous nitrogen and consequently a b)wer predi(!ted 
fiffure for the basal metabolism, since our sheep were ke]d on a low 
level of protein for a considerable time. 

From the basal metabolism figures of Lines and Pierce (1931), 
and Kitzman and Benedict (1930), and our calculated values from 
the endogenous nitrogen, it appears that a veiy definite relatiomship 
exists between the basal metabolism and the endogenous nitrogen 
metabolism in sheep. Such a relationship would in future be of 
considerable value in assessing the value of either of these entities 
once the magnitude of one is known. 

SuMMAEY AND CONCI<USIONS, 

In a study on the endogenous nitrogen excretion of immature 
sheep, it was found that young sheep reach their endogenous level 
on the (ith day, after having been on a standard ration of 14 per 
cent, lucerne protein. The endogenous nitrogen excretion was found 
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to be liipfher than in mature sheep, the average value for 4 months 
old wethers being 051 grms. per Kg. A formula for estimating 
the maintenance requirement of sheep was devised and its applica- 
tion tested. It was also shown that the basal metabolism of sheep 
can be predicted from the endogenous N, and ihal the figures 
arrived at agree very well with the values reported in the Hteratuie. 
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Chemical Investigations upon Lotononis laxa 
E. and Z.I. The Isolation of Pinitol, a 
Fatty Ester and Benzaldehyde. 

By H. L. 1)K WAAIi, Sedion of lMianna(*ol<)j<y ami Toxicoloj^y, 

Omleistepoort. 


This plant was responsible for prushic-ai‘i(l poison inj^: in sfoeV 
on ciiltivattMl lands in the Lady Giey district, (M\, and was 
submitted to this laboratory for a chemical examination of the toxic 
principle. Tlii‘ dried aiul ground plant-material, after it had been 
for aj)proxiniately six weeks at the laboratory still contained 
259*2 mgm. IIC'N per 100 grams of dried plant (i.e. about 
0*20 ])er cent. H(^N), which obviously is a very high figure, making 
the plant extremely dangerous to stock. 

Detehmination of IIyduocyankxvcij) (Content. 


The hydrocyanic-acid determinations were carried out in the 
usual way with samples of 10 gms. of the drit*d and ground plant 
with the following results: — 


Time of 
Macera- 
tion. 

Mt'iiiurn. 

Enzyme. 

Tempera- 

ture. 

N 

e.c. “ - 

AgNO,,. 

4 hours 

200 c.c. (list. H|() 

Plant only. . . 

Room 

121 

6 hours 



140 

I6J^ hours 
18^ hours 
17 hours 




210 




21-0 

200 c.c. |)H6 (buffer solution).... 


** 

24 0* 

1 0 hours 

*» »t M .... 



24:i* 

24 hours 

M ♦♦ »» .... 

99 

'* 1 

24-5* 

25 hours 

»» tf •» .... 

99 

l^Iant enzyme 


24 -.S* 

20 hours 

>» l» »» .... 


23-5 



and emulsin 

1 



* The maximum HCN content was obtained after about 18 hours maceration in a 
buflper solution of pH6 at room temperature (plant enzyme* only). 


Cynnhydrin-test, — 10 gms. of the dried powdered plant was 
macerated with 200 c.c. of a buffer solution of for 20 hours 

(no einulsin). 50 c.c. Normal caustic soda was then added (distinctly 
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alkaline) and allowed to stand for 20 minutes (for hydrolysis of 
possible cyanhydrins). 20 gm, tartaric acid was then added 
(distincily acid) and the HCN distilled. On titration of the clear 

distillate 28*5 c.c. Ai^NOj was used. 

Therefore neither the addition of einulsin nor the hydrolysis 
of possible cyanhydrins showed an increase in the total hydrocyanic 
• acid content. 


/. The maximum HCN content ~ 24 *0 x 1*08 x 10. 

==259-2 mgm. HCN per 
100 gms. dry plant. 


In each case the distillate was collected in ^ NaOH and had 


a strong aromatic odour, similar to that of bitter-almonds, and 
when the distillate was acidified to about 2 N-HCl and treated with 
a solution of Brady’s reagent (2, 4-dinitrophenylhydrazoiie) in 
2 N-HCl solution a strong precipitate was observed (see below for 
nature of precipitate). The aromatic suhstatice had aldehydic 
properties. 


Uktectxon ANii Determination of Benz aldehyde. 

When the dried and powdered plant w^os immediately steam 
distilled in either (J) a neutral solution, i.e. suspended in distilled 
water or (2) in an alkaline medium (i.e. about 20 gms. plant in 
50 c.c. normal NaOH) distillates were obtained, which smelt 
strongly aromatic (bitter-almonds) and which gave strong orange- 
yellow precipitates with Brady’s reagent. 

The following experiment was conducted to determine the yield 
of the Brady’s derivate: — 

(1) 50 gm, of dried and ground plant-material (HCN 
content -T 0-259 per cent.) was suspended in 200 c.c. of a citrate 
buiSfer solution (pH - G) and immediately steam distilled. The 
distillate was collected in a little ice-w^ater. Hydrocyanic acid was 
freely liberated. The distillation was stopped after 50 minutes, 
w’^hich proved sufficient for the complete recovery of the aromatic 
substance. 

The distillate (about 180 c.c.) was acidified with concentrated 
hydrochloric aeid to about 2-norinal and warmed. To the warm 
solution a slight excess of hot Brady’s reapnt (0-5 gm, in 16 c.c. 
2 N-HCl) was added. An orange-yellow precipitate formed 
immediately which was centrifuged ofF after some time. The 
precipitate was thoroughly washed first with 2 N HCl and then 
with distilled water and finally dried to a constant weight at 110^ C. 
Weight of precipitate = 0*2 gm. 

The crystalline precipitate w^as easily recrystallized from either 
acetone or alcohol and after two re-crystallizations from either 
solvent had a constant, clear melting-point of" 286® C,, formed fine 
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orange leaflets and was (*hemically pure. The crystals dissolved 
fairly easily in acetone and ethyl acjetate, dissolved with difficulty 
in hot absolute alcohol and were insoluble in water. 

MicTo^analysis. * 


S-l'Ql mgm 10*400 mgm. CO,; 1,720 mgm. HgO. 

3*373 mgm 0*562 c.c. N at 20*6® C. and 765 mm. Hg. 

Found C = .54*66% ; H - 3*71% ’ N - 19*60%. 


Calculated for Oi 8 HioN 404 C = 54*56% ; H = 3*52% ; N - 19*57%. 

i.e. Benzaldehyde— 2, 4-dinitrophenylhydrazone or C# HgC - N — N ~ CeH, (NOgla 

H H 

* All mioro-aiiaiyfleii by J)r. Ing. A. Schoellor, Berlin. 


When this substance was mixed with an authentic specdnieii 
of benzaldehyde - 2, 4-dinitrophenylhydrazone prepared by the con- 
densation of the couiponenis in HOI medium, no depression of 
the melting-point occurred. The authentic sample crystallized from 
acetone or alcohol and also had ni.p. 235. 

(11) The above steam disillation (1) was repeated and the 
distillate collected in ice-water. The distillate was then shaken 
with pure ether (Merck), the ethereal solution washed, dried over 
Na 3 S 04 , filtered and allowed to evaporate at room temperature. A 
little absolute alcohol was then added to the residue, which smelt 
strongly of benzaldehdye, and the solution refluxed with 0*3 gm. 
8emi-(*arbazide-hydrochloride for 30 minutes. The filtrate was then 
slightly evaporated and the micro-tu’ystalline material re-crystallized 
from very dilute alcohol. Colourless slender needles separated which 
had a melting point of 214® C, This is also the rn.p. of benzaldehyde- 
semi-carbazone. 

An autbeutit! specimen was therefore prepared from benzalde- 
hyde (Merck) and semi-carbazide-hydrochloride. Crystallized from 
alcohol, the syntlietic benzaldehyde-semi-carbazone (shining plates) 
had a m.p. of 214® C. The natural and synthetic specimens were 
mixed, and the m.p. of the mixture showed no depression. 

The substance was therefore benzaldehyde-semi-carbazone. 

As can be seen from the above the yield of benzaldehyde was 
very small. When the steam-distilled plant was therefore again 
macerated with emulsin in a buffer solution of pH-=^G, the major 
portion of the hydrocyanic acid could be determined. It is thus 
clear that the major portion of the hydrocyanic-acid is present in 
the form of a substance cai)able of being liydnAised by an enzyme. 

Thk Nature of the Cyanooenktic Gltjcostde. 

With the small and inadequate quantity of plant material ai 
our disposal the preliminary attempts to isolate the cyanogenetir 
glucoside failed. Only benzaldehyde, pinitol and a fatty ester 
could be isolated thus far and the isolation of the cyanogenetir 
constituent is reserved for a later date when more ])lant material 
will be available. 
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Preliminary results however would point to the possibility that 
the nature of the eyanogenetic glucoside may be that of a combination 
of benzaldehyde and hydrocyanic acid, e.g. with glucose or yicianose. 
Such examples are amygdalin, sambunigrin (see also Finnemore 
et al), vicianiue (Bertrand), Prunasine (Fischer and Berginann) 
and prulaurasine (Fischer and Bergmann). These glucosides are 
all highly toxic due to their ready hydrolysis to benzaldeliyde, 
hydrocyanic acid and the sugar c*onfttituent. 

Isolation of a Fattv Ester, PROiunLY H 14 O 4 . 

When separate quantities (about 100 gm.) of the dried and 
ground plant were extracted in a Soxhlel apparatus with (a) ether, 
{!)) acetone, (c) petroleuimether and (d) ethyl-acetate, a fatty-like 
crystalline powder was obtained in each case. After re-crystallization 
from acetone the crystalline powder had a melting-point of 78® C, 
(clear). 

The substance was insoluble in water, alkalis, mineral acids 
and dilute sodium carbonate solution. It was very soluble in 
chloroform, and soluble in absolute alcohol, ethyl-acetate and 
acetone. H was difficultly soluble in ether and petroleum-ether. 

The substance gave no colouration with concentrated sulphuric*- 
acid or with ferric-chloride solution. Phytosterol tests were negative. 
It is a neutral, non-acidic, non-phenolic, optically immtive substance 
and contained carlon, hydrogen and oxygen only. 

Micro-anal jjsis. 

4-936 mgm 14-680 mgm. CO, ; 6-950 mgm. HgO. 

C -= 8 M 6 %; H -= 13-49%. 

Cak'uJatwi for (CajH„0)a; C ^ 81*30%; H 13-65%. 

Molecular weight determinations in camphor (Hast) gave results 
for a molecular weight of 800 to 1200. Now (^ 211,403 (molecular 
weight 620) is the cerylestcr of palmitic acid, the main 
constituent of opium wax; has a melting-point of 79 ® C. and is a 
crystalline powder (Beilsteiii, lleilhron). 

It has the formula (!H,.(riI,)„.(m,.(::O.O.CH..(CH.). 4 .CH., 
which may he the same as the above substance isolated from 
Lotononis hua E and Z. 

Isolation of Pinitol. 

The dried and powdered plant was extracted with acetone in a 
hoxhlet apparatus. When the neutral substance of m.p. 78® C. 
(see above) had separated out the acetone solution was filtered and 
decolourised with adsorbent charcoal. After filtration an aliquot was 
diluted with about an equal volume of benzene when crystals of 
m.p, 181-18d® separated out, ^ When the colourless acetone solution 
was allow^ed to stand in an ice-chest the same substance separated 
to^raier with a syrupy liquid, which was positive for sugar and 
slightly positive for eyanogenetic glucoside. ' 
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However, very little cyaiiogeiietic' jyj^lucoside must have been 
extracted since the plant-residue still contained about 92 per cent, 
of the original hydrocyanic acid content. Neither did digestion 
with cold acetone, nor Soxhlet extraction with ether or petroleum- 
ether remove any of the cyanogenetic ^jlucoside. Hot a(‘etone and 
hot ethyl-acetate extracted some of the cyanogenetic glucoside, whi(*h 
can apparently be readily extracted with hot alcohcd. 


The sandy clusters of crystals which separated above had the 
appearance and properties of pinitol. When recrystallized the 
melting-point (189°) and the optical activity 



+ 0»57 X 100 X _5 
0-5~ x 8-75 


+ 65- P (HgO) 


were identical with that of pinitol, the mono-methyl ester of 
l-inositol. 


Summary. 

(1) Preliminary chemical investigations upon Lotononia hu-a 
E and Z, a dangertuisly toxic cyanogenetic plant to stock and 
(jccurring in the 1/ady (irey district, C.P., resulted in the isolation 
of a fatty ester, pinitol and henzaldehyde. 

(2) The hydrocyanic-acid content of the dried and powdered 
plant was still very high, namely 0’20 per cent, and the view is 
expressed that the cyanogenetic gluc*oside may he constituted hy the 
combination of a sugar, henzaldehyde and hydrocyanic-acid. 
Further results will follow when more of the fresh plant has been 
obtained. 
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The Cystine Content of Merino Wool in 
Relation to its Physical Attributes. 


By S. 13. KUSSOTJW and Y. BOSMAX, Section of Wool Iteseareh, 

Ondersiepoort. 


Inthodvction. 

TfJK cystine content of Merino wool is approximately 12 per cent, 
and although several research workers have studied the source and 
formation of this constituent, the function of cystine in Merino wool 
production from nutritional and physioloj^ical aspects has not yet 
been defined. In the present contribution it is not intended to deal 
with this aspect of the problem but to discjuss the results mainly 
with rej**ard to the relationships between the physical attributes of 
wool and its cystine content. These physical attributes larf»ely 
determine the uses to which Merino wool nia.\ be i)ut and are valuable 
assets either during?’ the proc’esses of wool manufacture or in the 
finished fabric. Should the cystine c’ontent of Meiino wool be a 
modifyi!!^* factor in its i)hysical attributes, (juantitative variations 
in cystine would have important applications in methods of wool 
p induction . 

In the present investigation a series of selected Merino wool 
samples whic h differ from one another in their physical attributes 
has been analysed. The cystine content is compared with smdi 
characteristics as Tensile Strenjyth, Fibre Resilience, Fibre Fine- 
ness, Crinipinj*:, Scaliness, PercentuRe Extension and Whiteness. 


Rkvikw of Litkkattirk. 

Few figures are available on the correlations between the cystine 
c.ontent of Merino wool and its physical attributes. Several workers 
have analysed wool foi sulphur content instead of (*ystine, but since 
it has been shown by Iliniington (1929) and later by Barritt (1934) 
who allowed for the methionine content, that the sulphur content 
of wool can be converted into cystine, the relevant work dealiuR with 
the sulphur content of wool has a direct bearing on the present con- 
tribution. 
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Barker (1929) in discussing the ideal fabric and the manufac- 
turing properties of wool asserted that for an extensive series of 
wools of different types there is a significant variation’ in sulnlnir 
content, which is undoubtedly caused by biological, environmental 
and other influences, and which imparts to the fibre considerable 
variations in its response to textile processes After discussing 
the variations in the sulphur content of different wools Barker goes on 
to say that it is significant that high sulphur content is accom- 
panied by a lower regain of wool and it is certain that breed, en- 
vironment and pathological condition of the animal play prominent 
parts in its development Also “ a h^h sulphur content is 
desirable and it would seem to be the first difficulty in the production 
of our ideal fabric! as to how to obtain it 

Sidey (1931) analysed two classes of New Zealand wools foi* 
sulphur, the one lot being designated by the trade as a good pro- 
cessing wool and the other a fair processing lot. He found an insig- 
nificant difference between the two sets in their sulphur contenl. 

Bousiiia and Jonbeit (1934) working on Merino sheep found an 
insignificant correlation of 0*572 between the sulphur content and 
fibre fineness and there appeared to be no correlation between sulphur 
content and ** quality ** in Merino wool, apart from the fact thal 
medullated fibres are inclined to be low in sulphur. 

Van Wyk, Botha and Bekker (1935), while studying the effect 
of supplements of different forms of sulphur in the diet of Merino 
sheep, found that, when the animals were dosed such supplements 
as cystine, sulphates, KCNS and S, there was no response in their 
scoured fleece weights, mean fibre lengths, fibre thickness and mean 
fibre weights of shoulder samples. Subsequent woik by Botha 
(unpublished) on the cystine content of the experimental wools 
showed no correlations between , the groups, so that the above- 
mentioned physical attributes did not appear to be correlated with 
the cystine content of the wools. 

Smith and Harris (193fi) oxidised wool artificially with hydrogen 
peroxide and as a result the cystine dropped from 11 *0 to 8*4 per 
cent. They also found that “ the oxidation alone shouted no signi- 
ficant effect on the sulphur content, wet breaking strength, and 
resiliency of the .wool 

Swart (193G) w*hen feeding sulphur to Merino sheep found that 
although the sulphur content of Merino w^ool was a variable quantity, 
no relationships could be established between sulphur content and 
staple length, diameter of fibre, extensibility, or crimps per inch. 

McMahon and Speakman (1937) working on New Zealand 
Eomney wool, found differences between the tips and roots of fibres 
in so far as their sulphur contents were concerned. They also found 
differences between the tips and roots of fibres in their relative degrees 
of “ set ’’ Their figures for variation in the sulphur content when 
converted into cystine content range from 11*8 to 12*6 per cent, 
and agree with those found in the present w’ork. 
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MKrHOJ)S. 

Cysiiue was dett*] mined by Ihe modified Sullivan method of' 
Kossouw and Wilken-dorden (19!M). Approximately 1 gram of de- 
greased and well-washed wool was freed of vegetable matter and sand 
by handpicking under distilled water with forceps in a large dish. 
The wool was collected on a G2 Jena fritted glass filter which was 
dried by suction and conditioned in the (kmstant Humidity chamber 
until constant weights were reache<l. The wools were then diss(dved 
in ten times their weights of 0 >?,HC1 and placed in a controlled 
autoclave at WP for 8 hours. It was shown that this was sufficient 
time for complete hydrolysis without apparent loss of cystine. The 
liydrolysate was filtered through (b‘l rlena fritted glass filters, 
washed and made up to suitable volume such that o ml. of the solu- 
tion should provide approximately 4 mg. of cysline. The coloii- 
metric determination was carried out in the (’onstant Humidity 
(ffiarnbor at a constant temperature of 70® V. (It has been shown 
that a constant temperature is net*essary in Ihe colour developun-nt.) 
The cystine is expressed as a percentage of the clean diy wool. 

In each case an avcjage of three readings was taken for 'the 
sample, wdiich system proved to be a reliable one. It was also shown 
statistically that there was a greater variaiion between grou])s con- 
stituting the average than there was within the groups, so that a real 
ditfenmce exists among Merino wools in their cystine «ontents. 


Ph ys i cfi 1 Attn h u tcii . 


These were detei mined in the Constant Humidity Ohajuber at 70 
per cent. Relative Humidity and 70® h. The methods employed and 
{jpparatus used at Ondersiepoort hav(‘ alnsuly been d(‘scrib(‘d 
(Ilosman 198S) therefore only an oiilline of the methods used in this 
work are given here. 

The tensile strength and percentage fibre extension were tleter- 
mined on the Doehner apparatus and Ihe melhods of sampling the 
wools used in the study are those described by Hosman, AVaterston 
and van Wyk (1039). 

The Fibie Ifesilieiicc, ex])ressed as the energy necessary to com- 
press 5 grams of clean wool l)y 50 per cent, was determined by the 
Pendultex Apparatus devised by Henning. A detailed method of 
analysis is described by van AVyk (1039). 

h'ibre Fineness was determined on a Zeiss Lanameter. Th*' 
crimping was measured as number of crimps per inch. Scaliness was 
determined by an apparatus designed after 8i)eakman, the technhiue 
of sampling, mounting of slides and inleipretalion of readings being 
that described by Bosnian and van Wyk (1939). 

The degree of whiteness expressed as a percentage of standard 
w’hite, was determined by the apparatus designed by Ilenniiig, where 
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the white light is determined by the current set up in a photo-electric 
cell, care being taken that all the samples were cleansed of impurities 
by a standardised method. 

Experimental Results. 

The results of the analyses are summarised in Table 1, where it 
is shown that the cystine content varies from 10*86 to 12*75 per cent, 
with a mean of 12*02 and a coefficient of variability of 3*9 per cent. 
This variation is comparatively small when it is compared with that 
of the tensile strength (7*8 per cent.) or Resilience (22*3 per cent.) 
or the Fibre Fineness (11*0 per cent.) or Crimps per inch (12*9 per 
cent.) or scaliness (16*6 per cent.) or extension at break (13*6 per 
cent) or Whiteness (6*8 per cent.). It must, therefore, be concluded 
that the cystine <!ontent of Merino wool varies less than do the 
physical cliaracteristics enumerated. 


Table 1. 


The Cystine Content of Meirtno Wool in liclation to Certain 
of its Physical Attrihnfcs. 




Tonsilo 

Resili- 
ence 
Kg /cm. 

Fibre 

Crim})- 



Sainplp, 

Cystine 

(\)ntcnt. 

Stnmgth 

(rm»! 

CX^*xl0« 

Fino- 

nCHH 

(m)* 

ing 

per 

Inch. 

Scali- 

noss. 

Kxtoii- 

Bioii. 


Per 





Per 

IVr 


(Vnt. 





eVnt. 

Cent. 

47 

10-86 

0-88 

1-99 

17*62 

10- U 

76-7 

78-25 

•i.n 

12-52 

U-87 

1-19 

1-43 

5-15 

3-31 

23- 15 

22 -OH 

13-14 

10-11 

45-4 

67-0 

61*47 

69-10 

37 

21 

11-51 

1-43 

2-97 

21 -35 

10 11 

79-1 

69*05 

48 

11-74 

0-98 

2-83 

19-90 

13 14 

76-0 

78*58 

62 

12-08 

1-22 

3-70 

26-05 

10-11 

73-8 

83*00 

Ill 

11-23 

1-22 

2-79 

18- f7 

12-13 

65-4 

51*52 

120 

11*94 

1-09 

3-47 

22-92 

11-12 

61-0 

58*23 

29 

12-30 

1-08 

4-60 

25-04 

10-11 

.52-5 

80*62 

14 

12-47 

1-39 

5-01 

17-28 

— 


.52*85 

51 

11-83 

0-90 

3-04 

19-75 

15-16 

.55-4 

89*45 

45 

11-83 

1-18 

3-52 




— 

73-83 

46 

12-60 1 

1-12 

2-10 

20-26 

_ 

64-9 

83-33 

20 

11-73 

1-33 

3-09 

21-29 

9 10 

86-5 

69 •tS 

*>4 

11-37 

1*33 

3-08 

21-74 

9-10 

82-6 

67-07 

32 

11 -IK) 

1*39 

4-38 

18-77 

1213 

65-4 ' 

70-17 

71 

12-20 

Ml 

3-67 

24-50 

12-13 

65-3 

65*0 

.5 

12-75 

1-13 

3-16 

3-68 

18-36 

20-68 

14-15 

12 

68-5 
78-4 ' 

67*75 

.56*92 

9 

12-55 

1'47 

40 

12*45 

1-04 

2*56 

20 -.59 

9-10 - 

81-9 

68 *4:1 

35 

11*97 

1*47 

3*56 

21-81 

9-10 



65-15 

36 

11-90 

1 m 

3*40 

20-72 

10 

61-4 

65-72 

27 

12-47 

1*51 

4*06 

24-15 

12 

47-7 

72-83 

10 

11*95 

1*48 

3*88 

20*56 

11-12 

63-6 

63-68 

19 

12*45 

1*47 

3*85 

19*62 

14-15 

74*6 

67-75 

MeariM 

12*02 

1*25 

3*50 

21*14 

11*66 

67-9 

69-18 

S.D 

*467 

*976 

*781 

2*409 

1*499 

11-242 

9-428 

Ooeff. of V... 

3*9% 

7*8% 

22*3% 

11-0% 

12*9% 

16-6% 

13-6% 




IVr 
( Vnl. 
.'.7-S 
54-7 
T)!)- 1 

non 
:>(»■, n 
na-o 

58-5 

rc2\ 

6.n-7 

nnti 

w-n 

r)2*y 

58-5 
54-5 
53-4 
04 1 
04 I 
.ns-o 

50- 1 
48*7 
57-2 
r)7 0 
no I 
02*4 
e2-4 

57-2 

3*006 

6-8% 


240 



S. JJ. ttOSSOUVV AND V. ItOSMAN. 


A comparison of the coefficients of correlation between cystine 
and the physical attributes are pfiven in Table 2. 

Table 2. 

Sliowinfj Coef/inent of (Jorrclation (r). 



Tensile 

Hesili. 

Fibre 

Fine- 

ness. 

Crimj)- 

Seali- 

Exten- 

White- 


Strength. 

1 

ing. 

ness. 

sion. 

ness. 

Cystine 

•17U 

•4509 

•2181 1 

•3281 

•2242 

•0705 

•1026 

I)egi*ees of Freedom . 

23 

23 

22 

20 

20 

23 

23 


According to Fisher’s Table of /• : — 

when P= ()5 when *01 
and when n 2>\ then /• - -4999 

,, n.^-20 then r *4227 bJUhS 

The only significant correlation (at P=- 05) is that betweeii 
cystine and resilience with a value of *4509. The characteristics of 
tensile strength, Fibre Fineut‘ss, Crimping, Scaliness, Extension and 
Whiteness hear no definite relalionships to the cystine content. 


Summary and Conclusions. 

A series of selected Aleriiio wool samples that differ markedly in 
their physical altrihules were analysed for cystine. 

The results show no significant conelations between the cystine 
content and Tensile Strength, Fibre Fineness, (biinping, Scaliness, 
Percentage Extension or Whiteness. This is contrary to the findings 
of certain other workers. 

There is a certain significant corielation (at a 5 ])er cent, level) 
between cystine content and resilience. The value of this correlation 
is, however, not high. 

It is concluded that the role of cystine in wool jiroduction is not 
an important one, and that the po.ssibility of improving wool charai*- 
teristicH via the cystine content does not appear to be great. 
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The Immunity in Heartwater. 


liy W. 0. NEITZ, *Seetion of l^rotozoology and V^irus Diseases, 

Ouderstepoori. 


Introduction. 

Field observations as well as iiniiiunity tests under laboratory 
conditions have shown that animals are (‘apable of developing an 
immunity against heartwater after recovery. Tlie nature of. the 
immunity how^ever is olwcure. Rickettsia ruminantium parasitizes 
the endothelial cells ot the blood vessels, and its presen(*e in the 
perijiheral blood can be demonstrated by sub-ino<uilation of blood 
into susceptible animals during the reaction and for a limited period 
after recovery. Alexander (1931) found that in some cases no 
“ virus ” could be demonstrated by the intra-jugular sub-inoculation 
of 10 c.c. blood H days after (he height of the fever reaction, while 
in others transmission was successful 35 days after the reaction, 
in an experiment to be described later, it was possible to detect the 
presence of heartwater “ virus ” in a recovered sheep ()0 days after 
recovery. From the data it must be concluded that a i)reinunition 
may exist for a period of two months after recovery, and that the 
nature of the immunity after this ])eiiod is obscure and needs further 
investigation. 

In the <'ase of Rickettsia hods which parasitizes the leucocytes 
de Eock, ViTii TIeerderi, du Toil and Neitz (1937) showed that a 
j)reinunition develops, and that splenectomy results in a relapse. 

A factor to be considered in these studies is the resistance of 
the various species of animals. As far as is known all (he iiiminants 
are susceptible to heartwater, but their susceptibility varies. The 
artificial infection of two species of antelopes viz. the blesbiKjk 
{Damaliscus albifrons) and the black wildebeest (Conochaetes gnu) 
did not result in clinical symptoms of heartwater, although the 
heartwater “ virus was demonstrable by sub-inoculation of blood 
into susceptible shee}). (Neitz 1933, 1935 and 1937.) Alexander 
(1931) states that indigenous sheep and blackhead-persians jiossess 
a higher degree of resistance than imported breeds. In the former 
breeds the mortality is approximately 0 per cent., whereas in the 
merino sheep up to 80 per cent, may die. Similar observations 
have been made wdth indigenous and imported breeds of goats. 
Insufficient information has been collected about the resistance of 
cattle breeds, but from field observations it would appear that one 
can expect the mortality to be in the neighbourhood of (»() per cent. 
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A third factor to be considered in these investigations is the 
possibility of the existence of heterologous strains. Spreull (1904), 
Theiler (1909) and Alexander (1931) conclude from their experiments 
that there are immunologically different strains. However du Toit 
(1924)* and the writer in these experiments have failed to confirm 
this statement. The observations by the former workers are 
summarized in Table 1 and those of the kiier workers in Table 2. 
The immunity tests (Table 1) in the cattle, sheep and goats were 
applied from 3 weeks to 2 years after the recovery of the animals. 
In some cases the animals received virulent blood, and in other 
instances they were exposed to natural infection. No satisfactory 
explanation can be given why thi. earlier workers encountered 
immunologically differenf strains. A possible explanation may be 
that since the presemte of Eperythrozoon oris (Neitz, Alexander and 
du Toit, 1934) and that of a new “ virus which will, be referred 
to as “ virus A in these studies was not known, incorrect conclu- 
sions may have been drawn from the febrile reactions set up by 
these two diseases in sheep. It wdll be noliced from Table 1 that 
no breakdown is recorded in cattle where the liperythrozoa and the 
“ virus A ” disease do not play an important role, whereas in sheep 
and goats a large number reaided when the immunity test was 
applied. This argument is brought forward to show how misleading 
a febrile reaction may be, particularly in diseases like heartwater 
and “ virus A ” disease where the temperature may be the only 
symptom. In such doubtful cases therefore sub-inocuhitions and 
cross immunity tests have to be rcsorled lo )>efore a correct inter- 
pretation of the reaction c^an be given. 


OnSERVATlONS AT OnDERSTKCOOHT. 

h'or these experiments the highly sus(’ei)til)le merino sheep was 
used. The strains were passaged by sub-inoculating blood at the 
height of the reaction into susceptible sheep. These animals 
incidentally served as controls to the various experiments. No 
difficulty was expeiienced in maintaining the infection in this way, 
although occasionally one out of two injected sheep failed to react, 
in spite of the fact that such an animal was subsequently found 
to be fully susceptible on re(*eiving a second infective dose. Similar 
observations have been recorded previously by Alexander (1931) in 
sheep, and by Neitz (1937) in the sub-inoculations made from infected 
blesbuck into sheep. The inability to transmit heartwater at times 
may be due to a very low concentration of the heartwuter “ virus 
in the blood. In any of the sheep used in these experiments in 
which no reaction, or a doubtful one was observed, a second infective 
dose was given, in order to definitely determine whether the animal 
was susceptible or not. The mortality from the various strains was 
as high as 80 per cent., and consequently a relatively small number 
of sheep were available for these studies. Blood smears which 
were examined from^ time to time from the passage shee)> during 
the heartwater reaction frequently showed the presence of Eperjp 
throzoon ovis. These recovered animals developed a premunition to 
Ep. ovU infection, and did not react again to this disease when the 


Quoted hy Alexander (19.31). 
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Summary of the Immunity Tests by the Earlier Workers. 


W. 0. NEITZ, 
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heartwater immunity test was applied. On the other hand it was 
noticed that those sheep which contracted and recovered from a 
natural infection of heartwater were susceptible to Ep. avis. This 
complicating fa<!tor can be excluded by treating the donors infected 
with heartwater and Ep, avis with the antimony-arsenic compound 
Rtd. 386 B. 24 hours before sub-inoculating blood (Neitz 1937). 

In the course of these experiments a hitherto iiudeBcribed 
“ virus A ” distinct from heartwater, blue-tongue, and tick-borne 
fever was isolated. This determination was important, because 
wrong interpretations would have been given to the reactions, if the 
existence of this “ virus A ** had not been recognized. The 
incubation period that follows the injection of “ virus A is as a 
rule longer (12-21 days) but may be as short as that of heartwater. 
The duration and the type of the febrile reaction are very similar 
to those of heartw’ater, and its identity ran in most rases only be 
recognized by carrying out sub-inoculations and cross-immunity 
tests. 

The nature of “ virus A ’’ is obscure. It can not be transmitted 
by the ticks Amblyornma hebraeum, the vector of heartwater, and 
Rhipicephalus appendwulatvs. It does not pass through a Berkefeld 
or a Seitz filter, and does not live longer than 24 hours at room 
temperature in citrated blood. The mortality is extremely low’ and 
up to the present approximately 2 per cent, of the infer! ed sheep 
have died. Clinically the only symptoms seen are inappetenre and 
general weakness. At post-mortem the lesions resemble very closely 
those of heartwater, and the only way to differentiate these tw’o 
diseases is the microscopic examination of the intima smears, and 
of sections of the hippocampus for the presence of Rickettsia rumi^ 
nantimn, A very important difference between “ virus A ” disease 
and heartwater is the fact that the former ran be transmitted to 
horses, in which a mild reaction is produ(»ed after an imuibation 
period of 18-21 days. 

In the tables mentioned in Appendix 1 it will be noticed that 
“ virus A ” produced febrile reartiojis in heartwater immune and 
susceptible sheep on several occasions. This complicated the inter- 
pretations of the reactions and necessitated further sub-inoculations 
in order to ascertain the nature of the febrile reactions. 

The experiments are discussed under two headings: — 

A To determine the duration of the immunity in heartwater 
and to ascertain whether immunologically different 
strains exist. 

B. To determine how’ this immunity is maintained. 

A. TO DETERMINE THE DURATION OF THE IMMUNITY IN 
HEARTWATER AND TO ASCERTAIN WHETHER IMMU- 
NOLOGICALLY DIFFERENT STRAINS EXIST. 

1. Experimental Sheep. 

Tlie details of the experiments on which this discussion is based 
are given in Appendix 1 . A large number of sheep was used and 
the observations on the various groups of sheep are presented in 
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tabular form at the end of ea(;h experiment. Another table summa- 
rizing the results of all the experiments described in Appendix 1 
is given at the end of this discussion. In addition the same 
information is given on a chart on which the observations are 
demonstrated graphically. It will be seen that an insufficient number 
of sheep were available for each group. Nevertheless the data gives 
one some idea abo\it the duration of the immunity. 

For these experiments merino sheep which had recovered from 
an artificial infection of heartwater were used. These sheep together 
with a large number of others which were fully susceptible to 
heartwater were ke])t in a camp comparatively free of ticks. During 
the period in which they were kept in the camp no reactions and 
no deaths from heartwater were observed. It was therefore concluded 
that a natural infection of heartwater did iir)t take place. In order 
to confiiin this observatiuii of the susceptible .sheep which are 
mentioned in Appendix 1 Table 8 (a) were used as controls to these 
experiments. Hesides these 13 controls at least 2 susceptible sheep 
were included in each group of recovered heartwater sheej) which 
were being tested for their immunity. Wherever possible tlie 
endothelial cells of the jugular veins of the control sheep that died 
were examined for the presence of Rikettsia ruminonthim in ord§r 
to be sure that the reactions observed were due to heartwater and 
not jK)8sibly due to “ virus A ” disease. It is of interest to mention 
that on several (x t asions it was possible to demonstrate the presence 
of /?, ruminmitinvi in the endothelial cells of the jugular veins of 
sheep which had died early in the evening, the next morning 
approximately 12 hours after death. In most of the sheep the 
decomjiositioii changes were far advanced at the time when the jiost- 
mortem examination was carried out. In some instances where a 
sheep died late in the afternoon, and where it was not possible to 
carry out a post-mortem examination the same day, the jugular 
veins were removed and placed in a refrigerator and e.vamined the 
next morning t<ir the jiresence of parasites. This proeediire proved 
very satisfactory. In one instance small portions of the jugular vein 
which were ke])! in a refrigerator were examined daily for a perhal 
of 10 days after tlie death of the animals. Hickettsia colonies M’hich 
showed slight morphoI<»gical changes could be demonstrated through- 
out this period. Whether they were still viable or not can not 
l)e state<l as no biologi<'al test was made. 

2. Origin of thk Hkahtw.ater Strains. 

All the ten strains mentioned below' were obtained from different 
localities in the Transvaal. An opportunity did not present itself 
to study the nature of the heartwater strains which are kno^vn to 
occur in Natal and in the Cape Province. 

(1) The strains C.853 “ C.860 ’’ and ‘‘ C.1024 ’’ were 

isolated from three naturally infected cattle w'hich were 
exposed at Onderstepoort. 

(2) The strain “ S.4377 ’’ w^as isolated from a naturally 
infected sheep that contracted the disease at Onderste- 
poort. 
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(3) The “ Harding ” strain was isolated from a naturally 
infected ox in the vicinity of Pretoria, 

(4) The “ Krugersdorp strain was isolated at Krugersdorp 
from naturally infected sheep which contracted the 
disease while they were on their w’ay from the Low veld 
in the Eastern Transvaal. Krugersdorp lies on the High- 
veld of the Transvaal, and heartwater may make its 
appearance there in animals that have recently been 
introduced from areas where heartwater is known t(» exist. 
The climatic conditions of the Highveld are sucii that 
the bont-tick {Amblyomma hehraeuin) does not thrive 
there. 

(5) The ** Mara ” strain was isolated from naturally infected 
sheep that were exposed on the Government Experimental 
Station at Mara near Louis Trichardt in the Zouti)ansberg 
district. 

(6) The “ Northam strain was isolated from naturally 
infected sheep which were exposed on the Government 
Experimental Station at Northam in the Rustenburg 
district. 

(7) The “ Strydom ** strain of heartwater was isolated from 
naturally infected cattle on a farm in the vicinity of 
Wannbad in the Waterberg district. 

*8) The ** Zoutpansberg ” strain of heartw'ater was isolated 
from naturally infected cattle in the Zoutpansberg 
district. 

3. Summary of the Immunity and Cross Immunity Tests. 

The observations made in experiments 1-9 (6) which are men- 
tioned in Appendix 1 have been summarized in Table 2 of the text. 
It will be seen that a solid immunity was present in 12L sheep 
for periods up to 58 months after recovery in all of them with the 
exception of 10 sheep in w^hich febrile reactions due to the lieart- 
water test injection were noticed 7 to 34 months utter recovery. 
No clinical symptoms other than febrile reactions were noticed. 
Of the 8 sheep which had recovered from the “ Mura '' strain febrile 
reactions were seen after 7 months (1 sheep), after 12 months (1 
sheep), after 15 months (1 sheep), after 16 months (1 sheep); after 
25 months (1 sheep), after 30 months (2 sheep) and after 34 months 
(1 sheep), on testing their immunity against the “ Mara heart- 
water strain. In one sheep which had recovered from the “ S.4377 
strain of heartwater a mild reaction was noticed on testing tlu* 
immunity against the “ Mara strain 20 months after the primary 
reaction. Another sheep which recovered from both “ Strydom ” 
and Mara strains reacted on testing the immunity after 10 
months wdth the Strydom ’’ strain of heartwater. The mild 
reactions indicated that there was still a partial immunity i)re8ent. 
The cause of death in one sheep which was exposed at “ Mara ” 
six mouths after recovering from the “ S.4377 ” strain could not 
He definitely determined. The other febrile reactions in the tested 
sheep were due to Ep. ovis in 5 cases and due to “ vims A ” in 
5 cases. 
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4. Discussion. 

The results of the experiments indicate that once an animal 
has recovered from heartwater a solid immunity lasting for periods 
up to 58 months may be expected. In a few individual animals 
however only a partial immunity may be present after a period of 
7 months. These observations conform with those made under 
field conditions. The fact that it was possible to demonstrate the 
presence of heartwater “ virus ” by sub-inoculating blood into 
susceptible sheep from partially immune sheep, which were reacting 
to the heartwater immunity test has brought forward a very 
important practical point in connection with the control of heart- 
water in the field. Should partially immune animals become re- 
infected w'ith heartwater, they can a(‘t as excellent reservoirs for 
infecting ticks. The disease can therefore be maintained in the 
absence of fully susceptible animals. Mortality due to heartwater 
can therefore be expected on apparently heartwater free farms when 
susceptible stock is introduced. 

In these experiments no immunological difference could be 
detected l)etween the various strains employed. Ileactions sometimes 
followed by death, have been noticed in cattle and sheep reared 
on heartwater veld. Such reactions should not be ascribed to a 
reinfection with an immunological ly different strain but to a partial 
or a (complete loss of immunity. 


B. TO DETERMINE HOW THE IMMUNITY 18 MAINTAINED 
IN HEARTWATER. 

1. SUMMAllY OF THE EXPERIMENTS DESCRIBED IN APPENDIX II. 

In experiments 10 and 11 mentioned below, alteini)t8 were made 
to asceitain how’ Ihe immunity is maintained in heartwater. In case 
of the bacterial diseases most of .the essential aspects of immunity 
are kmmn, because many methods are available for the vitro 
and in vivo studies of the bacteria and their products. In case of 
heartwater, only in vivo investigations can be carried out. The 
cultivation of R, runiinantimn on artificial media and the transmis- 
sion of this disease to small laboratory animals have not been 
successful up to the prevsent (Mason and Alexander 1938). 

The blood sub-inoculations recorded by Alexander (1931) have 
shown that the virus may still be present 35 days after a heartwater 
reaction. Donatien and Lestoquard (1937) state that they were able 
to demonstrate the presence of heartwater “ virus ” in sheep 105 
days after recovery. Two sheep that received large quantities of 
blood from a sheep 105 days after recovering from heartwater failed 
to react to heartwater, but a third sheep which was injected with 
an emulsion prepared from the endothelial cells of the blood vessels 
reacted to heartwaiter 23 days later. This animal died and at post- 
mortem the characteristic exudations which are seen in heartwater 
were observed. No attempts were made by them to confirm their 
diagnosis by sub-inoculation of blood into susceptible sheep or by 
demonstrating the presence of R, Turninaniinm. 

254 



W. 0. NBITZ. 


In the experiments described in detail in Appendix II splenec- 
tomy of heartwater recovered sheep and the sub-inornlation of blood 
and organ emulsions weie ( arried out in order to ascertain w»«*%ther 
R, ruminantium can be demonstrated in the recovered heartwater 
sheep. 

The results of experiment 10 can be summarized as follows: — 
The splenectomy of 5 recovered heartwater sheep, resulted in a 
relapse to either Eperythrozoon ovis, Anaplasma ocis or Theileria 
ovu, but not to heartwater. The r6le, if any, which is played by the 
spleen in maintaining the immunity in heartwater appears to be 
totally different to that observed in the protozoal diseases. Blood 
was sub-inoculated from two of the splenectomized sheep at varying 
intervals up to 45 days after the operation. Of the 20 8ub-ino(;ulated 
sheep only one reacted to heartwater, while the others reacted to 
Anaplasrna ovis or Eperythrozoon oris. The sheep which reacted to 
heartwater, had received bl(W3d from the spleiiecdomized sheep, which 
had recovered from heartwater 00 days previously. The concentra- 
tion of the heartwater ‘‘ virus '' of the splenectomized sheep must 
have been very low, because another sheep injected at the same time 
failed to react. The presence of the heartwater “ virus *' apparently 
did not stand in any relation to the splenectomy and in all probability 
would also have been demonstrable at that time had the spleeii 
not been removed. 

In the experiment 11 in which blood, endothelial cell scrapings 
of the jugular vein and emulsions prepared from the organs, were 
injected into 24 susceptible sheep no heartwater reactions were 
observed. On the contrary in three of the sub-inoculated sheep 
reactions due to “ virus A ** resulted. 

2. lhs( rssioN. 

Of the 44 slujep which received either blood organ emulsions or 
endothelial scrapings prepared from the jugular veins, only one 
sheep reacted to heartwater. This sheep ri»ceive(l blood from a 
splenectomized sheep which had recovered from heartwater (5(1 days 
previously. In three of the heartwater recovered sheep the preseuc;e 
of ** virus A could be demonstrated bv siib-inoculatina: blood into 
susceptible sheep. From the above results it is impossible to explain 
how the immunity is maintained in heartwater. If the immunity is 
a premuuitioii one would have expected that several more sheep 
should have reacted in these tests, particularly those that were 
injected with endothelial cells or organ emulsions. All that is 
known at the present moment is that R. rmninnutiiim may be present 
in sheep 31, 60 and 105 days after recovery. Whether this parasite 
is still present after this j>eriod in sheep that were found to be 
solidly immune after several years is not known. Another aspect 
of the immunity that can not be explained is that in several of 
the heartwater recovered sheep only a partial immunity was observed. 
If the immunity is due to a labile infection the question arises, why 
is it partial in some animals? 

Before final conclusions can be drawn it is suggested that further 
experiments of this nature be carried out. It should however be 
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remembered that recovered heartwater sheep may harbour latent 
infections of other diseases, and that a febrile reaction that may occur 
in a subinoculated sheep need not necessarily be that of heartwater. 


(tKNEKAL (yWcLUSlONS. 

1. Studies were undertaken in order to ascertain whether 
immunological different strains of heartwater referred to by Spreull, 
Theiler and Alexander exist. For this purpose cross-immunity 
experiments with 10 strains obtained from different localities in the 
Transvaal were utilized. No difference was deteclcMl. 

2. During the investigations “ virus A " disease which produces 
a febrile reaction in sheep very similar to that of heartwater was 
observed on several occasions. The origin of the virus is not clear, 
but it would appear that a small number of the passage sheep har- 
boured this infection. The mortality from this disease is very low 
viz. 2 per cent., and the lesions at post-mortem resemble very closely 
those of heartwater. The possibility exists that this disease may 
have been responsible for some of the febrile reactions and even 
deaths, which w^ere noticed by the earlier workers. This suggestion 
is made bec'ause in the limited number of animals used in these 
experiments the pre.sence of “ virus A was encountered no less 
than 8 times. 

3. The susceptibility of the horse to “ virus A ” and the resis- 
tance of the horse to heartwater can be employed us a method to 
differentiate the two diseases, and in case of a mixed infection as a 
method to obtain a pure strain of virus A 

4. The duration of the immunity was studied in 121 sheep for 
a period up to 58 months after the recovery' from a heartwater 
reaction. A solid immunity lasting for at least 0 months w^as 
observed. In the majority of cases the immunity is complete after 
this period, but in a very few' only a partial immunity may be present 
at 7, 10, 12, 15, Hi, 20, 25, ^iO and ^*14 montbs after r(*coverv. 

5. It is suggested that partially immune animals reacting to 
heartwater can play an iinimrtaiit role in maintaining heartw'ater 
infection in the hont-tick in the absence of fully susceptible animals. 

(). iSplenectoniy of heartwater recoverd sheep does not result in 
a rela])se. In one of the 8Tdene<»tomized sheep the presence of heart- 
water in the circulating blood could be demonstrated 00 days after 
recovering from the heartwater reaction. 

7. Experiments to demonstrate the presence of Rickettsia rmni- 
nantium. for a period longei than 00 days by the suhinocmlation of 
blond and organ emulsions from recovered heartw^ater sheep were 
entirely negative. 
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APPENDIX 1. 

A. To UKTKIIMINK IlIK DUHATION IN THF. iMMUNm’ OF HKAMT^^ATKIl AM) TO 
\S(KKTAIN WHKTHKII IMMITNOMMUC \LT.Y DIFFEHBNT STRAINS KXIST. 

Ej‘pe,iment 1 (S.1888. S.2142. S.2U3. S.2U9 and 8.217)0). 

Dh/Vef.— To test the imiiiuiiitY of sheep and )j;oats with the same strain or 
a strain other than that from whieh the animals had re<‘overed. 

Method.- 22 shee]) and 2 goats whieli had recovered from “ Harding 
“ Zoutpansberg ” , “ Krugersdorp ”, “ C.853 ”, ” (\860 ” and “ CM024 ” 

strains of lieartwater were injected with blood from sheep pacting to the 
strains i)idicate<l in Table 1. The .sheep used for maintaining the various 
strains acted ns controls. 

Kesult . — All the animals listed in Table 1 were found to he solidly iminiino 
for a periml of 27 to JK)3 days after receiving the infective dose of heartwater 
Idood. ilie control sheep nli reaeted to heartwater; most of them died. 

(Ujnvluston.- No immunological difFerenee could he detected between the 
six strums employed in these experiments. 

Krperment 2 {a) (8.5507). 

Object. -To compare the resistance of sheep susceptible and of sheep 
immune to heartwater to a natural infection of heartw^nter. 

Method. — 23 susceptible sheep and 10 slieep which had recovered from an 
artificial infection of the heartwater strain ” 8.4377 ” were exposed at Mara 
in the Northern Transvaal, a lo<*Rlity M'hieh is known to he a very bad 
heartwater area. 

Jtesulf.-^ -It will he iioti(‘ed from Table 2 (a) that of the 23 susceptible 
sheep 12 died from heartwater from the 20th to the 35th day after exposure, 
2 showed clinical symptoms and recovered and in 9 no symptoms were observed. 
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Of the 10 heiirtwater movered sheep mentioned in Table 2 (b), 8 showed 
no clinical symptoms, one died and at the post mortem examination showed 
lesions n^scinhling those of lieartwater, and another died showing multiple; 
localized abscesses in the lungs. 

Conclusion . — The mortality in the sus(‘e])til)le sheep was 52 per cent. 
Although no clinical symptoms of heartwater were observed in 9 of the 
susceptible sheep exposed at Mara, it is assumed that these sheep reacted 
mildly to a natural infection of heartwater. It seems hardly possible that 
these sheep could have escaped from a natural infection if one considers the 
presence of the large number of bont ticks that occurred on the veld at the 
tinie. The duration of immunity of K of these sheep and of one which showed 
clinical syin))toins of heartwater are discussed in the following experiment 2 {h). 
In 8 of the immune sheei* the immunity was solid for a period varying from 
70 to 257 days after recovering from an artificial infection of heartwater. The 
cause of death could nut be determined in one of the sheep on account of the 
Jack of facilities at the time in the field to carry out the necessary examination. 

Ej'periment 2 (h) 

Object . — To ascertain whether 9 of the sheep that survived from a natural 
infection at Mara are immune to heartwater for a period of approximately 
21-28 months after exposure. ^ 

Method.— Tho 9 sheep mentioned in Table 2 (a) together with 2 susceptible 
sheep were injected intravenously with blood of the “Mara” strain * 0 ! 
heartwater. 

Uesiilt . — All the 9 sheep wore found to he immune. Three of tlnmi howevt‘r 
reacted to EiwrytUvozooH urifi, and one of them died from this infection 88 
days after receiving the test dose. The 2 snseeptible control sheep both reacted 
and died of heartwater. 

(Unufnswus . — The iinmnnity was so. id against the homologous hoartw'ater 
strain f<»r a period <if i;K 28 months after exposure at Mara. ’ Ep. produced 
febrile reactions in three of thes<‘ animals. 


Experiment 2 (f). 

Object . — To test the immunity of the 8 shcip, which had recovered troin 
the “ S.'1877 ” strain of heartwater, and wdiicli had also been exposed at Mara, 
approximately 22 months later, against the “ Mara ” strain ol heartwater. 

.l/fff/Mai.- These sheep together with 2 snsceptihle ones were injected 
intravenously w'ith blood of the “ Mara ” strain of heartwater. 

Result.- -The 8 sheep relerreil to in Table 2 (h) did not react whereas both 
control sheep reacted and died from heartwater. 

Coudusiuu . — The iminiinit\ was solitl against the homologous strain of 
heartwater for a period of 22 months after exposure at Mara, and for a period 
of 25 to 81 months after recovering from an artificial infecUon w'itli the 
lieartwater strain “ .S.4377 

Experiment 3 (S.5G8S and S.5690). 

Object.- - To test the iinmnnity of 2 sheep which had recovered from a 
natural, and 8 sheep which had recovered from an artificial infection of the 
“ Northapi ” strain of heartwater approximately 12 months after recovery. 

il/f't/iod.---The 5 sheep together with 2 susceptible ones were injected 
intravenously with blood of sheep reacting to the “ Mara ” strain of heartwater. 
The two sheep that recovered from the natural infection at Northam in the 
Rustenbnrg district reacted to Eperyihrozoou ovis. The two control sheep 
both reacted and died. 

Conclusions . — The 5 sheep w^ere found to be solidly iniiriune approximately 
12 months after recovering from heartwater. No immunological difference 
could be found between the “ Northam ” and the “ Mara ” strains of 
heartw’ater. 
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SxperimKnts 2 ja} and 2 (b) (^.5507 ). — Sheep susceptible to Heart-water exposed at Idara. 
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Tabls 2 (6). 

Experiment 2 (c) (iS\5507 ). — Sheep immnue to ** S.4377 strain of heaitvmter exposed at Mara. 
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Experiment 4 (a) (8.5691). 

Object. — To test the immunity of 2 sheep which had recovered from an 
artificial infection of the Mara strain against the “ Northam ” strain of 
hcartwater approximately 2 months after recovery. 

l^lethod. — The two recovered sheep and 2 susceptible ones were injected 
intravenously with blood of a sheep reacting to the “ Northam strain of 
heart water. 

Itesult. — The two sheep mentioncxl in Table 4 were found to he immune, 
whereas both the controls reacted and died. 

Concludon. — There is no immunological difference between tin* 

‘‘ Northam ” and “ Mara ” strains of heartwatcr. 


Experiment 4 (fe) (S.6C91). 

Object. - -To test the immunity of the two sheep mentioned in experiment 
4 (a) and Table 4 for a second time with the “ Mara strain of heartwatcr 
approximately 12 months after the first immunity test 

Method . — Blood from a sheep reacting to heartwater was injected intra- 
venously into the above-mentioned and into two susceptible sheep. 

Result. -One sheep showed no reaction, whenms the other 41021 developed 
a febrile reaction on the loth day. Subsequent subinoculation experiments 
showed that this reaction was caused by “ virus A The control sheep 
reacted and died of heartwater. 

iUmcluslon.- The immunity was solid for a period of 14 months after 
the recovery from the “ Mara ” strain of heartwater, and for a period of 
12 months after the first immunity test with “ Northam The febrile 
reaction observed in one of the sheep was caused by virus A 


Expeiimenf 5 (S.55()7, S.o527, S.5623, S.o627, S.5961 and 8.6096). 

Object . — To ascertain the duration of immunity in sheep which had 
recovered from an artificial infection of the “ Mara ” strain of heartwater. 

Method . — The eight sheep mentioned in Table 5, together i^ith two sus- 
ceptible ones, were injected intravenously with the Mara ” strain of 
heartwater. 

Resolt. — J1 will be noticed that in .six of the sheep no febrile reactions 
were noticed. One sheep 41016 showed a febrile reaction which may have 
been due to hoartw'ater. This observation, however, was not confirmed by 
subinoculation into susceptible sheep. Sheep 47051 showed a febrile reaction 
due to “ virus A ” which disease was first noted in experiment 4 (b). It 
was not possible to demonstrate the presence of heartwater “ vynis ” in 
sheep 391 in which no reaction w’as observed. 


Both the control sheep reacted to heartw’ater and died. 

Con (‘Illusion . — The immunity against the homologous strain of heartwater 
was solid for a period of 12 to 23 months in seven of the tested sheep. In 
one sheep whose immunity was tested after 25 months a febrile reaction, 
probably due to heartwater, was noticed. The mild febrile rea<*tion noticed 
in another of the sheep was due to ** virus A”. In an immune sheep cir- 
culating virus could not bo demonstrated by subinoculation of blood. 
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Ekcperimenf 4 («) and 4 (6) ((Si.5691 ). — Immunity test in sheep that recovered from “ Mara ” strain of heartwater. 
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Experiment 6 (S.4377 and S.6096). 

Object . — To ascertain whether sheep which had recovered from ati arti- 
ficial infection of the heartwater strain “ S.4377 are immune to the 
“ Mara ” strain approximately 20 months after recovery. 

Method . — Virulent Mara ” heartwater blood was injected intravenously 

into two recovered and two susceptible sOeep. 

Result. -The details of the results will be found in Table (5. One of the 
sheep was found to be solidly immune. In this animal circulating heartwater 
could not be demonstrated by the subinoculation of blood into susceptible 
sheep. The febrile reaction noted in the second sheep was found to be due to 
heartwater. This sheep, h<»wever, did not show any clinical sjmiptoms. 

Conclusion . — The immunity in one of the sheep was complete for a period 
of 20 months, and in the other a mild febrile reaction, due to heartwater, 
was observed. It would thus appear that although the sheep reacted a 
sufficient resistance or partial immunity was still present to prevent a severe 
attack. 


Experiment 7 (a) (S.4877, S.5722 and S.6045). 

Object. —To note the nature of immunity in sheep which had recovered 
from an artificial infection of heartwater strain “ S.4377 ” by testing them 
with the “ Mara ” strain approximatidy seven to 11 months after recovery. 

Method.- V^irulent heartwater blood was injected into the six recovered 
and into two susceptible sheep. 

ttesult.- It will he noticed from Tabic 7 that all the sheep were immune. 
Both controls reacted and died. 

Conclusion. - The sheep wore found to he fully immune for a period of 
seven to 11 months after recovery. No immunological difference could be 
detected between the “ Mara ” and the “ S.4377 ’’ heartwater strains. 


Experiment 7 (b). 

Object. -To test the immunity of the six sheep mentioned in experiment 
7 (a) and Table 7 for a second time against the Mara ’’ strain of heart- 
water approximately 15 ijionths after the first immunity tost. 

Method.- Virulent heartwater blood was injected intravenously into tin* 
six sheep and also into two susceptible ones. 

Result . — Jn five of the sheep no reactions were noted. In one of tin* 
animals a reaction due to “^irus A” was noticed and in another a febrile 
reaction due to heartwater was seen 

('onelusion . — The iinnuinity was solid for a period of 20 to 25 months 
after the recovery from the “ S,4377 ” strain and for a period of 15 months 
after the first immunity test with the “ Mara ” strain of heartwater. In 
one sheep a mild febrile reaction due to heartwater was noticed 24 months 
after recovery from the primary reaction and 15 months after the first 
immunity test. 


Experiment 8. 

Object.— To test the immunity of 32 sheep whicli had recovered from an 
artificial infection of the ** Mara ’’ strain of heartwater against the same 
strain three to 41 months after recovery. 

Method.— Virulent ** Mara ” heartwater blood was inoculated intra- 
voiiouslv in doses of 10 c.c. into the 32 heartwater recovered sheep mentioned 
in Table 8 and into 11 susceptible sheep mentioned in Table 8 (a). 
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Besidt . — All the susceptible sheep reacted to heartwater, and eight died. 
Ill the smears prepared from the intima of the jugular veins of the latter 
liickdtma ruminantimn could bo demonstrated. Of the 32 recovered heart- 
water sheep, 27 showed no reaction and five showed febrile reactions, when 
tested after periods of seven, nine, 16 and 30 months. None of these sheep 
died 


Coiiclusionn . — The immunity in the majority of sheep was solid for periods 
up to 41 months after recovery. In only five of the sheep febrile reactions 
due to heart water were noticed when tested at intervals from seven to 30 
months after the primary reaction. The control sheep were found to be fully 
susceptible, indicating that the camp in which the sheep were allowed to run 
was free of infected heartwater ticks. 


Experiment 9 (a). 

Object . — To test the immunity of 9 sheep mentioned in Table 9 which had 
recovered from an artificial infection of the “ Strydom ” or “ !Marn ” strain 
of heartwater 1 to 25 months after recovery from the “ Mara ” or the 
“ Northam ” strain of heartwater. 

Method.— (1) The 3 'SStrydom ** heartwater recovered sheep each received 
10 c.c. virulent “ Mara ” heartwater blood intravenously. 

(2) The 4 Mara ” heartwater recovered sheep each received 10 c.c. 
virulent “ Mara ” heartwater blood intravenously. 

(3) The 2 Mara ” heartwater recovered sheep eatdi received 10 c.c. 
virulent “ Northam ” heartwater blood intravenously. 

Itesult. — It will be seen from Table 9 that all the sheep were found to be 
solidly imnuuie to the strains of heartwater used. Febrile' reactions due to 
“ virus A ” disease were observed in two of the sheep which recovered from 
the Strydom ” strain of heartwater. 

(Jot\cUisiou», — The immunity was complete for periods varying from 1 to 
25 months after recovery from heartwater. No immunological differences could 
he detected between the Mara Strydom ” and Northam ** strains of 
heartwater. 


Experiment 9 (?>). 

Object.— To test the iminuiiity of the 9 sheep mentioned in experiment 

9 for periods varying fiom 9 to 58 months after the retM)very from the 

infection • 

Method. — (1) The 3 sheep that recovered from the ” Strydom ” strain of 
heartwater and 2 susceptible sheep mentioned in Table 8 (ri), each received 

10 c.c. virulent “ Strydom ’’ heartwater blood intravenously. 

(2) The 6 sheep that recovered from the Mara " strain of heartwater 
each received 10 c.c. virulent “ Mara heartwater blood intravenously. The 
10 susceptible shc'ep which were inoculated with virulent “ Mara ” heartwater 
blood in experiment 8 also served as controls in this experiment. 

Besult.- il) It will be seen from Table 9 that 2 of the “ Strydom *’ heart- 
water retiovered sheep were solidly immune after an interval of 9 months. The 
third animal which was tested after 10 months showed a febrile reaction and 
recovered. Both the susceptible sheep injected with the “Strydom’* strain 
of heartwater reacted. One of them died, and ih the smears prepared from 
the intima of the jugular vein Itickettsia rnminantium could be demonstrated. 

(2) Five of the “ Mara ’’ recovered sheep were found to be solidly immune 
when tested at intervals of 28 to 58 months after the primary infection. In 
the remaining sheep a mild febrile reaction due to heartwater was observed 
when tested after 34 months. 

Condunions. — Out of the 9 sheep 7 were found to be solidly immune for 
periods varying from 9 to 58 months. Febrile reactions were noticed in 2 
sheep at 10 and 34 months after the primary reaction. 
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Experiment o l>*'.oo07, S.n327. *S.o623, »s’.oH27, .S.oJHJl suitl >*.6096 .. — Itnmnnit u test in sheei* that letovered from “ J/«ra 

strain of heartu-ater. 
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Expt'i-iment 6 (5.4377 and 5.6095 ). — To test the immunity of sheep that recovered from “ *S.4377 ’* strain atjainst 

“ Mara strain. 
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APPENDIX II. 

B. To Dkikhminb How thk Immunity is Majntainkd in Hkaiitwatbk. 
Expe rime Ilf 10 


Ohject.~-To ast(‘rtaiii whether sheep that have recovered Iroiii heartwater 
will show a relapse to this disease after splenec'toiny. 

MethmL- 1. Five sheep which are mentioned in the appended Table 10 
ia) were spleiiectomized by Dr. Quinlan, of this Institute. Two of these 
animals had been infected artificially with heartwater two mouths previously, 
two approximately three months previously and one which was expo.sed to a 
natural infe(‘tion 16 months a(;o had been subsequently reinfected with blood 
three and a halt months before it was operated on. 

2. Blood from two slieep 45072 and 46053 was injeet(><l into susceptible slieep 
before the operation and subsequently at varying intervals up to 45 days 
after tlie removal of the .spleen. 

3. The teiiipcMatures were recorded twice daily. 

1. Blood sni<‘ars were examined daily for the appearance of blood parasites. 

He.sulf. — 'Tin* details of the observations are mentioned in Tables 10 (a) 
to 10 (r). It will be noticed that sheep 37862 showed a relapse to A’p.or/s, 
sheep 35(X)4 and 373(>2 relapsed to A, or is and sheep 45072 and 40053 showed 
relup.ses to both A.ouis and Th.oris, In none of these spleiiectomized animals, 
however, was a hcartwatiu* reaction noticed Of the 10 sheep which were 
injected with blood of sheep 46053, seven reacted to A,ovis, one to A.ori.s 
and Ep.ons, ami two showed no blood para.sitcs. No reactions to heartwater 
were noticed in any of these sheep, A heartivator immunity test showed all 
the sheep to be fully susceptible. 

Of the JO sheep which had been injected uitli blood Irom 45972, six reacted 
to A. oris, two reacted to Kp.oris and A. oris, one reacted to Kp.oris, and one 
reacted to .4.ori,s and to heartivater. heartwater immunity test gave 
reaction in all the sheep except in sheep 430H9, which had reai;ted previously 
to heartwater after receiving blood Irom sheep 45972 on the ninth day after 
splenectomy. 

(Jonchismn.- Thu splenectomy of heurtw^ater recovered sheeji resulted in 
a relapse to .l.or/.s, Ep,oris and Th,ovis, but not to heartwater. The presence 
of circulating heartivater “ virus ” in sheep 45972 w'as demonstrated by the 
subinoiuilation of blood into sheep 43089 on the ninth day after splenectomy. 
The concentration of “ virus in this sheep must have bi'en very low. 
b€»cause she<»p 54832, which was injected at the same time as 43089. failed 
to leact. 


Expri iment 11 (S.64(K), S.6J37 and S.6403). 

Object. —Ti) ascertain how long recovered heartwater sheep may remain 
carriers of ’Richeffsia luminnnfium. 

Method . — For this e.xperiment three sheep which had recovered from an 
artificial infection with the “ Mara ” .strain of heartwater were used ns 
indicated in the subjoined Table 11. 

(a) Sheep 48596 was destroyed ooproximately four and a half months 
after receiving the infective dose of heartwater blood. Organ emulsions in 
saline {prepared from the brain, liver, kidney, spleen, the endothelial cells 
of the jugular vein and blood were inje<*ted into susceptible sheep. 
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(6) Sheep 48360 was destroyed approximately four months after being 
infected witn heartwater ** virus Blood, organ emulsions, and the en- 
dothelial cells of the jugular veins were injected into she(>p, 

(c) Blood of sheep 48021 was injected into several sheep 63 and 60 days 
after being infected with heartwater. 

Kesvlt. — (a) None of the sheep injected from 48690 reacted to heartwater. 
The two sheep which received the injection of blood, reacted to ^Wirus A”. 
These sheep were later found to be susceptible to heartwater. The sheep 

which received the organ emulsions were found to be susceptible to virus A 

Their susceptibility to heartwater was not tested. 

(b) No heartwater reactions were observed in any of the sheep injected 
from 48360. Four of the sheep reacted and died as the result of a heartwater 
immunity test. 

(c) The sheep injected from sheep 48021 failed to react to heartwater. 
In one of them, however, a reaction to “ virus A was observed. This shei'p 
and another one were subjected to a heartwater test. Both of them reacted! 
and recovered. 


Couclusion.-;-li was not possible to demonstrate the presence of 
Bickettsia rumhiantium by the subinoculation of blood, endothelial cells ol 
the jugular vein and organ toulsions from the three re(*overed ^sheep after 
a period of 63 to 135 days after receiving an infective dose of “heartwater. 
Two of the sheep were found to be carriers of the “ virus A 
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Table 10 (6). 

Subinoculation of blood from sphnvctomized sheep 45972 mentioned in- Table 10 (a). 
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Table 11 . 

The injection of blood and organ, etn-ulsions of recovered heartwater sheep into susceptihl** sheep. 
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Section II. 


Virus Diseases. 


ScJiULZ, K A nckettBi»»sis i)«*\v to South 
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Onderstepoort Jontnal of Veterinary Science and Antmal 
IndiiHryt Volvme Xnmher 2, October y 1939. 

J*rinted in the Union of South Africa by the 
Government Printer, Pretoria. 


A Rickettsiosis New to South Africa. 


By K. SOHULZ, Seciion of Pathology, Onderstepoort. 


The object of this iirelimiiiary note is to record the occiirreiire of 
RickeiUia ovum in ihe monocytes in blood, intiina, and lung smears 
of two sheep sent in during January, 1939, by the Goveniinent 
Veterinary Officer, Mr. J. 0. de Wet, District (iniotfontein, South 
West Africa. 

The rickettsiae were more prevjilent in the smears of one animal 
than in those of the other. A field containing two affected cells is 
rep rod IK ed below. 



It may be of interest to mention briefly the observations recorded 
by Mr. de Wet regarding tlie above outbreak. 

Severe losses, confined to ihe sheep only — cattle and goats not 
being affected — occurred on this farm over a j)eriod of about 12 
months. The symptoms appeared very suddenly and animals, which 
had a normal appearance the previous evening, were found dead the 
next day. In fact a number of (lases was noticed to oil only for 
about two hours prior to death. Not a single <’ase suffering from 
this disease has yet recovered. 
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The uuiinals became recumbent, lay on their side with 
outstretched letfs, the head tm;ned backwards and appeared to be 
unconscious. The eyes orotruding from the orbit appeared glassy. 
A febrile condition was suspected. 

On auio[)sy ticks wc^re numerous on all sheep examined, but 
no heartwater producing ticks coiild be found. The changes noted 
on post mortem simulated those of heartwater to some extent, namely 
hydropericardium, hydrothorax, ascites, subepicardial and 8ubend(»- 
cardial haemorrhages, hyperaeinia and oedema of the lungs, tumor 
splenis with prominent Malpighian bodies, soft and pulpy kidneys. 
To exclude this disease, the hippocampi of the above two sheep and 
those (»f (»ther animals sent in at the same time were examined for 
Rickettsm ruminatium^ although the officer stated that no heart- 
water ticks were found on the sheep in that vicinity. The result 
of the histological examination of this material was, however, 
negative for heartwater. 

The former Government Veterinary Officer of Grootfontein, 
Ur. Sigwart, described similar symptoms in sheep on the same farm, 
but in addition mentioned that paralysis of the hindquarters and 
opisthotonus were seen in some of the sheep shortly before death, 
lie applied the vest pocket test for cyanide poisoning with negative 
results. The presence of arsenic could not be demonstrated in the 
material sent to Onderstepoort for that purpose. Tie found numerous 
blue ticks and bontleg ticks on the sheep and stated that the veld 
conditions on this farm were dry and showed signs of overstocking. 
In addition a fairly marked verininosis consisting of wire worms, 
tapeworms and nodularworms was recorded in some sheep. 

A blood smear sent in by him proved to be negative on 
microscopical examination and in the brain material of alTecTed sheep 
the causal organism of heartwater could not be found. 

* 

From the above it would appear that the heavy mortality among 
the sheep cannot be attributed to a ric’kettsia infection alone, but 
possibly also to contributory factors such as verininosis, tick 
infestations and nutritional disturbances. 

Much to our regret, as uo further cases occurred by the time tlie 
diagnosis was made, it was impossible to investigate the outbreak 
fuitber. 


Lestoquard and Donatien have described Rickettsia oiuna a 
parasite of the monocytes in the blood of sheep in Algiers and 
Anatolia. They were able to exclude anthrax, piroplasmosis and 
pernicious anaemia as a possible cause of the mortality. By 
inoculating bone-marrow and blood of affected sheep subcutaneously 
into susceptible ones, a febrile reaction was produced and R. ovina 
was demonstrated in the peripheral blood. Based on the results of 
their experiments they suggest that RhipIrephaJus hursa is the vector 
of this rickettsia. 
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As R. ovina occurs exclusively in the monocytes, presenting a 
morphology analogous to that of R. canis and R. hooia, and as it is 
often frequent in the ])eripheral circulation, it can be easily 
differentiated from R. rvmwnfnitiu the causal ()rganism of heart- 
water. 

It may be jiien tinned here that my colleague, Mr. W. 0. 
Neitz, was good enough \o show’ me a preparation in w’hich he had 
already found R, ovina in a blood smear of a sheep from the Brils 
area in the Transvaal prior to the arrival of the material from South 
West Africa. As this m\H a single case he naturally refrained from 
publishing it. 

Obviously no resea r<di can be undertaken on this new (‘ondition 
until active outbreaks are discovered from whicdi further material 
including live th^ks can be obtained. This brief note is therefore 
juiblished in the hopes that veterinarians in the field w’ho encounter 
similar conditions will report them to enable further investigation. 
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(hulemteyoott Journal of Vetermnry Science and Animal 
InduHtry, Volume Sumber 2, October, 1939. 

Printed in the Union of South Africa by the 
Government Printer, Pretoria. 


Serological Variants of Salmonella typhi- 
murium Isolated from South 
African Animals. 


By M. W. HEXXING and 1). llAKi, Section of Bac1eriolof<y, 

(hideiste]U)(»H. 


A numueh of e])izooti(*s in domestic animals caused by LoefHers 
Bacterium tyfdti-murium , containing? both factors IV and V, have 
been described by Henning (1939). in the descrijdion j?iven here 
we have confined ourselves mainly to the stmly of strains of typhl- 
murium lacking* factor V. These were obtained from outbreaks of 
j)aiatyj)hoid in ])iee(ins, horses and cattle. 

A. l^HJKONS. 

Three epizootics have been invest if?ated. Since Moore’s (1895) 
description of a septicaemic disea.se in pigeons due to a bacdllus of 
the hog c.holera group several outbreaks of salanonella infe<*tion have 
been recorded in these birds. In mo.st of tlie epizootics the disease 
was u paraty]ihoid infecti<»u per sc, but in the outbreaks described 
by Zingle (1914) and (’ash and Doan (193J) the ]M)dy was invaded 
by a salmonella and the infection occurred under certain adverse 
cmulitioiis like pigeon-pox <»r alleged myeloid hyperplasia of the 
bone-marrow. In Holland, Ueitsma (1925) and vSahaya and Willems 
(1927) recorded the acute f(»rm of the disease in young birds and 
the chronic form in adults. In (terniany, Beck and Meyer (1927) 
and Be<*k (1929) described outbreaks of typin-munum in adult as 
well as young birds, while Berge (1929) regarded this organism 
as the most important cause of disea.se in })igeons. In America, 
Beaiidette (I92(i), Kmniel (1929), Jungherr and Wilcox (1934) and 
Edwards (1935, 1938) all inve.stigated a septicaemic disease in 
jugeons in which typhi-murium was incriminated as the cause. All 
pigeon strains studied by h^dwards were shown to be lacking in 
factor V. In most countries paratyphoid is generally regarded as 
one of the most serious di.seases of pigeons. 

Outbreak.s of food j)oisoning in iimn have l)een traced to foodstuffs 
derived from j)igeons affected with paratyphoid, (’lareiiburg and 
Dorniokx (1932) described an epidemic involving 20 persons in a 
hospital at the Hague. The source of infection was proved to }>e 
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pudding containing as an ingredient pigeon eggs. The outstanding 
symptoms were fever, diarrhoea, vomiting and gastro-enteritis. 
Typhi-murium was obtained from the blood, faei^es and urine of the 
patients as well as from the pudding. The eggs were obtained from 
pigeons infected with paratyphoid and iyphi-wurwm was actually 
isolated from some of the suspected eggs. 


Outbreak 1. 

History. 

In August, 19?W, one of us (D.H.) autopsied three valuable 
Oriental Frills brought to the laboratory by the owner, Ur. Iv. \ . 
Pearson, from Durban for investigation. About two hundred birds 
were kept by him in well-constiucted lofts with concrete floors, while 
the flooi-s of the adjoining lofts w^ere covered with drift sand. The 
pigeons were valued at alK)ut £300 and approximately as much 
had been spent on the housing. 

The pigeons, composed of different breeds, were bought mostly 
from a local dealer; some of these were imported from the Fast 
and had previously given negative slide agglutination tests with 
gallinarnm; others Avere imported frojn leading fanciers in Kngland. 
The first deaths occurred in January, 1938, when 16 birds died 
within a few days. Death was usually very rapid — some pigeons 
that appeared normal the day before were found dead the following 
morning; others frequently developed symptoms of vomiting and 
diarrhoea w^hich lasted for a few days before the birds died. Poison- 
ing Avas suspected so that a (umiplete change was made in the food. 
Avater and feeding utensils. After a few more deaths the mortality 
ceased. In Mandi, however, some faiic*y pigeons were bought and 
placed in the loft; AAithin three days one died suddenly and three 
developed diarrhoea. Two of the latter died and one recovered. 

In May a numl>er of pigeons were imported from Kngland and 
mixed with some valuable birds bought locally. Within a fcAv days 
four of these birds had contracted a severe diarrhoea, from Avhich 
all died. Periodical outbreaks occurred until March, 1939, AA’hen 
this paper was written. In all about eighty pigeons have died 
from the disease and twenty carriers have been detected by means 
of blood testing. Some of the latter were birds imported from 
England and in one case a reactor was detected on its arrival in 
South Africa. This proves that the infection was picked uj) in 
England and that the disease also exists in England. 

The disease was usually c^haracterised by its sudden onset and 
rapid ending. Several pigeons developed a green diarrhoea which 
generally lasted for a few days before death occurred. A few 
lingered for two weeks or longer and became extremely emaciated. 
In some cases arthritis and swelling of the joints developed, leading 
to lameness and dropped wing; occasionally there were indications 
of serious nervous disturbances, like twisting of the head, twitching 
of the neck and incoordination of movements. Only two of the 
sick birds recovered J the one was destroyed before its serum could 
be tested, while the other one proved to lie reactor, 
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The following interesting: observations have been made dnrin^^ 
Ur. Pearson’s outbreak. 

(1) Tiast year Ur. Pearson imported from England an Oriental 
hVill hen (Ring No. 2650) which had to be destroyed shortly aftei 
its arrival owing to a broken leg and wing, lletore it w^as killed, 
however, an egg was laid. A Homer hen (Ring No. 378) that was 
used as foster parent hatched the egg an<l reared the young pigeon 
derived from the egg. JiUter this young Oriental Frill (Ring. No. 
SAPA 135) w’as tested and found to be a reactor. Just previously the 
hen (No. 378) had hatched and reared eight of her own squabs 
w^hich remained healthy and proved to be non-reactors on two 
successive tests. 

The hen (Ring No. 378) proved to be a carrier after rearing 
135. Later it was destroyed and found t(» siiflfer from oophoritis. 
Typhi-mvrium was isolated from the affected ovary. 

(2) An imported Raldhead Tumbler (Ping Xo. 204) acted as 
tostcr ])arent to two Oiinital Frill squabs. She hnOlicd and leaied 
them until they weic about 3 weeks old, when she died from para- 
tj’phoid. One of the S(juabs also died from ])aratyphoid wdien about 
6 weeks old. The <»ther‘ young pigeon (Ping No. 136) was tested 
us soon as it was old enough to lie Ided aind proved to be negative 
for one test. Its father (Ring No. 1045) was found to be a non- 
reactor during tw’o tests, while its mother (Ring Xo. 2006), although 
giving a negative reaction at the first test, proved to be positive 
subsequently. 

(3) A Mag-pie co<*k (Ping Xo. 3406) and hen (Ping No. 3420j 
were paired in 103S. The hen died from paratyphoid fever in 
February, 103!i, 1'he (*ock was tested twice; the first icvst, in 
February, was negative but a subse^jnent one in March was positive. 

(4) A couple of imjiorted Saddle-back Tumblers, of which only 
the cock (Ping No. 734) was a reactor, first produced (wo squabs 
(Ring Nos. SAPA 136 and SAPA I37) both of wdiicli reacted. The 
one, a male (No. 137), was slaughtered but cultures made from 
the internal organs and intestinal contents failed to yield typhi- 
mnrivm, the tit re of the secemd one (No. 136) w as ajipajvntly going* 
down and the bird was being kept under observation. As a result of 
the second mating two more eggs were laiil and hatche<l; one of 
the squabs died in its shell and the other (Ring No. SAPA 125) 
proved to be a reaidor (title 1 : 100). As the dead squab was not 
available for study, cultures could not be made and the cause of 
death remained unproven. 

In some cases Ur. J^earson had locked in their nest-boxes, with 
their non-reacting mates, birds that subsequently proved to 1 m* 
reactors without infecting the former. There w*as no evidence, how- 
ever, that the birds were shedding the bacteria. 

There is no doubt that the disease has been kei»t going on the 
premises by a number of apparently healthy pigeons that remained 
carriers. By means of serological tests performed by us at different 
occasions tw*ent.v reactors w^ere detected among birds that appeared 
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quite normal and healthy; from the orj;^atis of some of these, ffipln- 
muriuvv has been isolated. It is thouf^ht that the infection was 
introduced by a i>i«*eon imported from the East and bought from a 
local dealer in l)urbun by J)r. Pearson. At the time of its intro- 
duction this bird was sutfering from a fonn of diarrhoea, but as it 
was not available for examination at the time of the investigation 
neither serological nor cultural tests could be performed. 

Autopsy of attected birds revealed extensive intestinal catarrh, 
swelling of the spleen and liver, necrotic nodules in the liver and 
lungs, oophoritis and chronic (purulent) arthritis. A pure culture 
of a Gram-negative, non-lactose fermenting bacterium was isolated 
from the heart-blood and spleen of diseased birds, and studied by 
one of us (M. W. H.) for its antigenic structure. The organism 
(labelled culture 548) was found to be motile and diphasic; it w^as 
readily agglutinated by “ O ” sera of group B of Ihe Kautfmann- 
White schema, by tjfphi-munum type serum and by group sera. 
Mirror absorption tests showed that typhi-vmnvm completely 
exhausted the agglutinins from 548 serum, but that culture 548, 
although removing all the type and group agglutinins from tjiphi- 
murium serum, merely reduced its “ 0 titre from 800 to 400. 
Moreover, tyj^hi'-mutium var. Copenhuyan completely exhausted 548 
serum and culture 548 removed all the agglutinins from typUt- 
murium var. Copenhagen serum. The antigenic structure of culture 
548 can be regarded, therefore, as identical with that of typhi- 
murium var. Ctypenluigen^ wdiich lacks “ 0 factor V. 

In order to determine the extent of the infection the owner 
was advised to have his flock tested for (mrriers. Thi(;k blood smears 
were taken from 150 birds and tested by the rapid agglutination 
method, using as antigen a thick suspension of culture 548. Seven 
of the slides gave definite fine, granular flocculation, and about ten 
gave an indefinite reaction. The owner w^as advised to send the 
seven reactors to Ondersteiioort for further testing. Soon after their 
arrival the birds w’ere bled and th«*ir sera used for the agglutination 
test (Table I). « 

Subsequently all the remaining birds were tested tw^ice by the 
tube agglutination method with the result that a further number 
(14) of reactors were detected; some of these are also recorded in 
Table I. 

According to the information recorded in Table 1 it will be 
noticed that the sera of all ten birds contained exclusively “ O 
agglutinins. There was no trace of either type or group agglutinin 
in the serum of any of the “ 0 ” reactors at a dilution of 1 :20. 

Nine of the pigeons were slaughtered and autopsied, and 
cultures w^ere made from the inteinal organs (heart blood, liver, 
peritoneum, spleen, intestine and ovary or testes) of each one. hour 
of the birds were males and five females. One of the former (No. 
496) was affected with chronic arthritis of the left hock and two 
suffered from enlarged testes (Nos. 296 and 2062), but no other 
pathological changes could be detected in any of the male birds. 
Cultures made from the pus of the affected joint of one of the male 
birds (No. 496) and from the liver, spleen, testes and heart-blood 
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of all of them remained sterile. All five of the females were affected 
with oophoritis. In addition, two were suffering from a mild chronic 
peritonitis, and one from both peritonitis and pericarditis. All five 
showed a variable amount of sAvelling of the spleen, but no apparent 
abnormality could be detected in the liver. Heart-blood, spleen and 
liver cultures made from the females yielded no growth, but a 
gram-negative, non-lactose fermenting organism resembling culture 
648 was obtained from the ovaries of all five. A similar bacterium 
was obtained from a culture made from the peritoneal fluid of one 
bird, but not from the peritoneal fluid of the other four, nor from 
the pericardia] fluid of the one affected with pericarditis. Cultures 
made from the intestinal contents of all nine pigeons yielded only 
lactose-fermenting Gram-negative ba<*teria. In all cases the material 
was seeded on Macthmkey’s bile-salt agar in Mason tubes as well as 
in tetrathionate broth. 


Tabij. I 

Atighdinafion. Ifrnrtions of thv Sera of (Uirrier Pigeons, 


I 



548 

.548 

j 548 

Result of 

Serum of. 

U 

, “type” 

, “group” 

Organ 


Antigen. 

1 Antigen. 

■ Antigen. 

t'ultures. 

♦Female Pigeon No. 458 

20 

’ 0 

0 

Ovary and heart 
blood pos. 

Female Pigeon No. 46:i 

100 

0 

0 

Ovary, pos. 

Female Wgeon No. 488 

, 400 

0 

0 

Ovary, pos. 

Female Pigeon No. 492 

2(K) 

i 0 

0 

Ovary, pos. 

Male Pigeon No. 490 

400 

0 

' 0 

Negative. 

Male Pigeon No. 490 

1(K) 

0 

0 

Negative. 

Female Pigeon No. 495 

8(K) 

0 

0 

Ovary and peritoneal 
fluid, pos. 

Male Pigeon No. 2002 

80 

0 

0 

Negative. 

Male Pigeon No. 1,57 

40 

0 

0 

Negative. 

Female Pigeon No, 378 

80 

0 

0 

Ovar\, pos. 

Rabbit immuniHed with 548 . . . 

800 

128(H) 

«4(M) 

— 


0 = less than 1 : 20 ; pos. -- positive culture from the organ stated, cultures from all 
other organs boing negative ; negative -- no growth of typhi-muriuw obtained from any 
iirgans examine<l. 

* At a suhsequi^nt test the titn* of Pigeon 158 hiwl dropfied to I ; 10. 


Although I'igeon 648, the sixth female, also gave a positive 
reaction when a number of birds were tested in October, 1938 (Table 
1) the titre of its serum was so low (1:20) that it was considered 
advisable to keep it under observation for some time rather tlum kill 
it for the purpose of examining its orgaii<. 

In April, 1939, this bird was again bled and its serum tested. 
A definite “ O ” agglutination was obtained only in the fiist tube 
i.e. at a dilution of 1:10. There was no “ II ’’ agglutination at 
all and no distinct 0 ” agglutiimtion at 1:20. Approximately 
a week after the test the pigeon was noticed sick, it ai)peared listless, 
and sat huddled up in a coiner of its cage with its feathers ruifleil 
and was suffering from diarrhoea. The evacuations were diity-grey 

297 



SEKOLOGIOAL VARIANTS i)V “ SALMONELLA TYPHI-MURIUM 

and soiled the cloacal feathers. The bird refused to eat and died 
after an illness which lasted about a week. The carcase was 
autopsied, but apart from swelling of the liver and enteritis, no 
pathological (thanges could be seen. Cultures made from the heart- 
blood, liver ami ovary yielded a poor growth of fyphi-murium, but 
no typhi^mvrium could be found in the media seeded with intestinal 
contents. From October, 1938, until the time of its death in May, 
1939, Pigeon 548 was kept alone in a cage and did not come in 
contact with any other bird. 

The sera of a number of obviously sick birds were tested before 
death, but all failed to give “ O ” agglutinations at dilutions of 
and over. 

The six strains of non-lactose fermenting bacteria isolated from 
the female birds Mere found to be actively motile and diphasic; 
all six strains proved to be identical with culture 548. It is signifi- 
cant that all six female carrier birds harboured in their ovaries 
iyphi-viurtum var. Copenhagen w'hich yielded t‘Ailtures of actively 
motile ba(;teria, M’heieas the agglutinins found in their sera were 
exclusively of the “ 0 variety, tlnly six female carriers were 
examined and typhl-mvrhnn M-ere obtained from all six.* Rabbits 
injected with killed susjiensions of these strains of typhi^ murium 
produced in their sera type, group as M^ell as “ ”0 ” agglutinins. 

This observation is in agreement Muth the findings of Pijper 
and his co-workers on typhoid fever (Pijper, 1930; Pijper and 
Pullinger, J928; Pijper and (Vocker, 1937). They consider that 
a diagnosis of enteric fever “ hinges on the demonstration of ‘ 0 ’ 
agglutination Seven of the chronic human carriers studied all 
gave a marked and exclusive “ 0 agglutination in a serum 
dilution of 1 ; l(K) uith a sensitive strain (Ty '901), Tm*o urinary 
carriers that gave only “ 0 ” agglutination produced “ H 
agglutinins after a series of subcutaneous injections of typhoid 
vaccine. They confine their seavch for human carriers entirely to 
the complement-fixation and “ () ’’ agglutination tests, completely 
ignoring H ’’ agglutination. Weil (1921) attributed the close 
relationshij) between these Im^o tests to the fact that complement- 
fixation is primarily provoked by O antigens. In practice 

Daubenton (1931) confirmed Pijper’s Mork; by simply prohibiting 
all African Natives with jaisitive “ O agglutination tests from 
working as cooks on a goldmine he succeeded in considerably 
reducing the incidence of typhoid fever. 


Outhreak 11, 

History, 

This outbreak (Rogers) occurred in a flock of about 50 Homer 
jdgeons kept in Mooden lofts udth the floors covered with wood 
shavings. Attached to the lofts is an aviary of wild birds, and in 
another loft about twenty yards aM’ay some fancy pigeons are kept. 

* Since going to press, another four females were autopsied and typhu 
murium, was isolated from the ovary of each one. 
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The HomeiH have been kept in the present lofis for about three 
years. Apart from a few losses due to so-called “(;anker ’’ (probably 
trichomoniasis) no deaths have occurred until October, 1938, when 
five young pigeons suddenly developed nervous symptoms associated 
with twisting of the neck and falling over backwards. The duration 
of the disease was usually about five days. One of tlie sick biids 
brought to the laboratory (Allerlon) was autopsied and it showed 
the following lesions: — swelling of the spleen, catarrh of the 
intestine, and (;aseous purulent material in the spaces between 
the cerebrum and cerebellum; a Oram-negative, non-lactose 
fermenting bacterium (Culture 570) was isolated fioni this purulent 
material. This organism was found to be motile and diphasic; it 
also fell into group li of the Kauffniann-White schema. Aggluti- 
nation and absorption tests showed that it resembled culture 548 
in every lespect ; like culture 548 it luc ked facdor V, and its type 
and group antigens were identic^al with those of ty/jhi-murwm. 


(hit break IN. 

A third outbreak of iyphi-nmrmm infection in jiigeons 
(Pietersen) was also studied by us. The birds were bought at a 
dispersal sale and were transported for several hundred miles to 
their new ([uarters where the disease broke nut. A pure growth 
of typhi-munum (culture (>29) was obtained in heart-blood, spleen 
and liver cultures made from several pigeons. Serological tests 
performed in the same way as for culture 548 showed that the 
bacterium is a strain of iyphi-munum which contains both factors 
IV and V, differing, therefore, from the organisms isolated in the 
two previous outbreaks. 

In the three outbreaks studied the following symptoms and 
lesions have been observed: — 

Symptaviit. 

(«) Aciute and peracute symptoms are usually manifested by 
young birds and sometimes by adults when the disease suddenly 
makes its ajipearance in a loft that was previously free from infec- 
tion. In peracute cases, a bird that was ai)pareutly healthy the 
night before is found dead the following morning without having 
shown any symptoms of disease. In acute cases the pigeon lives 
for a day or two and typical symptoms have had time to develop. 
The bird is noticed to be oft‘ its food, it stands listless and huddled 
up with its feathers ruffled and it may suffer from severe diarrhoea, 
vomiting, thirst, pneumonia and progressive weakness. Sometimes 
there are nervous symptoms leading to convulsions, and paralysis 
of the muscles of locomotion and flight. When there has been 
continuous scouring the bird becomes extremely exhausted after a 
day or two with its vent feathers badly soiled. The mortality is 
always very high and recoveries are rare, but when an affected bird 
recovers it generally remains a carrier and so serves as a continuou.^ 
source of infection. *Sometimes, as in the (uise of Dr. Pearson’s 
outbreak, considerable losses are sustained from this acute form 
of the disease in birds of all ages. 
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{b) Subacute and cdironic symptoms are ^euerally shown by 
adult birds. The uffecded pigeons frequently suffer from a form of 
diarrhoea which may last for weeks or even months. They usually 
lose condition in spite of ffood food and bec'ome progressively 
weaker and weaker until they are finally extremely emaciated before 
the end arrives. Birds affected with ])neumonia may also live for 
some days before they die. Nervous symptoms and arthritis are 
fairly common. In this latter (*a8e Ihe affected joints are swollen 
and painful, there is droopinpr of the winj?:8 and lameness or paralysis 
of the affected limb. When the nervous system is affected the birds 
may suffer from convulsions, twisting of the neck, incoordination 
of movements and paralysis of the muscles of loctomotion and flight. 
All chronic cases should be regarded as dangerous as they may serve 
as reservoiis of infection as long as they remain alive. All the 
female rea<*tors autopsied by us weie found to be suffering from 
oophoritis and fiiphi-nntrium was isolated from the affected ovaries. 

Lesions . — In acute <!a8es there are generally indications of a 
septicaemia giving rise to swelling of the spleen and liver, a(‘ute 
catarrhal enteritis, and pneumonia; sometimes small greyish 
ne(*rotic nodules aie scattered throughout the lung and liver tissue, 
and even the pectoral muscles. 

In chronic cases the can^ase is usually extremely emaciated; 
there is softening and atrophy of the i)eetoral and leg muscles, and 
sometimes numerous greyish nodules are fouml in the pectoral 
muscles; there is arthritis with a purulent or caseo-purulent material 
distending the joint capsule; there may be necrotic nodules on and 
ulceration of the mucous membrane of the intestine, necrotic nodules 
in the liver and lungs, })ericarditi8 and peritonitis. Oophoritis is 
common in females and males sometimes suffer from orchitis. 
Meningitis may be a lesion in some outbreaks. 

Some infected birds may live for months ami so act as carriers 
without showing any obvious signs of illness. Such birds are 
parti('ulaiiy dangerous as they may set up a virulent epizootic at 
any time when they are brought in contact with healthy birds. 

Beaudette (1920) has found tpphi-mvrium in the unabsorbed 
yolk-sacs of young birds and isolated this organism invariahly from 
the ovaries of female carriers. 

As shown above all the six female cariiers autopsied by ns 
suffered from (dironic (Kiphoritis, an<l ttjphi-ntnrifnn was isolated 
from the ovary of each one. Clarenhurg and Dornickx (1932) 
obtained typhi^niurium from the eggs of carrier birds, hut so far 
we have not yet succeeded in isolating the bacterium from eggs. 

There are several factors which predispose the birds to infection 
with paratyphoid oi^anisms, e.g. oyen^rowding, chilling, exposure 
to unhygienic* conditions, transportation for long distances, infection 
with an intercurrent disease like pigeon-pox, or exposure to any 
factor that is liable to reduce the vitality and resistance of the birds. 
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B. Eqitines. 

lienuiiig and Clark (19118) described an outbreak of purulent 
arthritis in the foals of a stucl in the Orange Free State. Typhi^ 
viurivm var. Copenhagen was found to be the cause of the disease. 
A pure culture of this organism was obtained from the pus of the 
affected joints. Agglutination and absorption tests were performed 
in the same way as with <*ulture 548 and identical results were 
obtained. 

According to information obtained from the manager of the stud 
where the outbreak occurred there is no evidence that pigeons have 
ever been kept in or near the stables; but the place abounds with 
Eo(*k Doves, DialiphUa phaeonofa, 

(’. Bovinks. 

More recently one of us (M.W.H.) studied an outbreak of calf- 
pneumonia in a dairy herd in Johannesburg. Several calves were 
reported sick from time to time and the majority of these died. The 
affected calves were w’eak and emacialed, lay most of the time and 
developed a dry cough ; the breathing was usually fast and there 
was a dirty purulent discharge from the nose; diarrhoea was 
sometimes present. Three sick calves were killed and autopsied, and 
the following patindogjcal changes w’ere obs(U’ved : The carcase w^as 
extremely emaciated; hard casein clots (and in one case, wood 
shavings) w’ere found in the abomasum. In the first (alf the liver 
was swcdlen and light yelbiw’ish-brow n in c(dour, and several small 
light nei'rotic-looking areas were noticed on the <ut surface; the 
spleen was slightly enlarged. In the other tw^o cases the liver and 
spleen a]»peaved normal. In all three calves the most outstanding 
changes were found in the thorax — there were hydiothorax and 
hydroj)eri(*ardiuni, and the lungs were extensively affected; there 
were adhesions between the costal and piilnionarv pleurae, and large 
portions of the lung tissue were hard, consolidated and dirty in 
colour. On section numerous abscesses, varying in size, w^ere 
exposed, the largest ones being up to J c.m. in diameter; ij regular 
light-grey ne<Totic f(Kd were .scattered ii^ the tissue between the 
abscesses. The contents of the absc'esses were generally semi-fluid 
and varied in colour from dirty-wdiite to slatey-blue; some of the 
abscesses appeared vacuolated. Cultures were made from the heart- 
blood, liver, spleen and lungs of all three calves, and organ specimens 
were taken for histological study. 

In the first calf a i)ure culture of a Oram-negative non-lactose 
fermenting bacterium w’as <d)tained from the liver, spleen and 
heart-blood; this organism was labelled culture 580 and is described 
below. The culture from the lungs yielded a mixed growth of a 
Gram-negative organism (probably the same as culture 580), a 
Gram-negative, bi])olar staining organism and a pleomorphic Gram- 
positive ccx^co-bacillus. 

Cultures made from the organs of the second and third calves 
did not yield any organisms resembling those of culture 580 obtained 
from the first calf, but the grow’'th fron) the lungs of the second calf 
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was composed predominently of Gram-positive diphtheroids and a 
few <!olonies of a Pasteiirellu . The cultures made from the lungs of 
the third calf yielded an api>arently pure growth of (Jram-positive 
diphtheroids. 

The coi^co-bacilli obtained from the three calves appeared to be 
identical. They refused to grow on ordinary meat-infusion agar, 
but on serum agar or blood agar they gave rise to a faint confluent 
growth after 24 hours’ incubation. The individual colonies were very 
fine and barely visible in less than 48 hours. When the cultures were 
incubated tor two or three days the colonies became larger and more 
distinct. Morphologically and c*ulturally . the organism resembles 
corynehavtennni pyoyenes, but a more detailed study of the bacterium 
is being undertaken and will form the subject of another paper. As 
the lung lesions presented by the three calves resemble those usually 
associated with coryneharferlum infection (Iiovell and Hughes, 1985) 
the cause of the pneumonia is provisionally attributed to this 
organism. The piesence of the Salmonella (culture 580) in one calf 
is ascribed to secondary causes — this organism probably gained 
admission into the tissues of the calf after its resistance had been 
lowered by pneumonia due to the coryneharterivm. A vaccine 
produced fix)m culture 580 and used in the alfected herd did not lower 
the incidence of e*alf pneumonia. 

The significance of pasteurellaa in the lungs of the two calves 
cannot be appraised at present. It is well known that pastenrellax 
frequently invade the ])ulmonary tissues of cattle ami sheep suffering 
from pneumonia (Henning and Brown, 1980) but their presence may 
be due either to primary or seitondary causes. As these pasteurellas 
were found to be non-pathogenic for mice and guinea-pigs tliey (*an 
be regarded as sei‘ondary invaders. 

Like strain 548, culture 580 was tested against various ‘‘ 0 ”, 
type and group sera of the Kauff'mann-White siihema and it was also 
found to be a strain of typln-mvnam. Moreover, mirror absor])tion 
tests proved it to be a IV-variant of typhi^vivriyvi identical with 
culture 548 and, therefore, with fyphi-ninnum- var. Copenhagen, 
The owner of the dairy states that pigeons have never been kept 
on the premises and that the calves have never been off' the premises. 
The only other record of the isolation of the IV-variant of typin- 
murium from a bovine is that of Hohn and Harrinann (1937). 

During his study of the paratyphoid B group Schutze (1920) 
found the two strains, Binns and Timson, serologic^ally alike and 
called them the Binns type; he also showed that they were 
serologically related to typhi-viuHuni, "White (]92()) failed to 
isolate a specific strain from Binns and concluded that it occurs 
permanently in the non-specific phase; he also noticed that it 
contained qualitatively a little less of the aertryrke “ 0 ” oomp>lex. 
As a result the following assignment was given to Binns: — IV, 
V : — : 1, 2, 3. After studying several strains of Binns ^ however, 
Edwards (193(5) showed (I) that they all contained specific com- 
ponents characteristic of typhi-murium and (2) that they all lacked 
” 0 ” factor V. He, therefore, amended the antigenic formula of 
typhi-murium var. Binns to read IV: i: 1, 2, 3. This is identical 
with the formula assigned by Kauffman (1934) to the organism 
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typhi-mufiuui var. Cope aha tjen desciibed by him and it is also 
identical with the formula g'iven by Edwards (1935) to typhi-murium 
var. Storrs, But Landsteiner and Tjevine (1932) were the first to 
notice that certain strains of typhi-initrium may be devoid of 0 
factor V. 

Hecently several other workers liave leported strains of 
IV-variants. Thus, Zahn (1935) found one out of 74 cultures of 
typhi-rnvriym studied; Rolf man and Kd wards (1937) and Hdhn 
and Herrmann (1937) have isolated a number of strains of this 
variant from pigeons. llohn and Ilerrniaiin have reciorded one 
culture from a calf. Edwards (1938) studied 155 strains of typhi- 
vtvriuvi of animal origin. All the IV-variants encountered were 
obtained either directly or indirectly fioni pigeons; one culture was 
isolated from rabbits w hich liad been in contact with infected jiigeons. 
Alt thirty cultures obtained from pigeons were IV-variants. Later 
Kd wards studied several more IV-strains from pigeons, also one from 
a duck and one from a chicken. 

Discussion of Bkhuikmiuaj. Ueactjons. 

In the biochemical tests the following points were observed: — 
The eight cultures from the Pearson outbreak were identical 
biochemically as well as serologically. Their antigenic structure 
resembled that of Kaufiiuan’s N. typlu-morionh var. Copenfujyen, but 
Tiulike the latter they all fermented inosite; their reaction to the 
Stern test was definitely positive while Kauffman^s strain was only 
slightly positive. Moreover, the latter have a much stronger reaction 
with Jordan and Harmon’s test than the Pearson strains. The Jlogei 
strain (culture 57ti differed from the Pearson strains biochemically 
by failing to ferment inosite, but resembled them otherwise, both 
biochemically and sendogically. The Pietersen strain (culture (>29) 
which w'as a typical typhi-munum., containing both factors IV and V, 
gave a negative Stern reaction and a strongly ])ositive Jordan and 
Harmon test, otherwise it res»»mbled the l^earson strains bio- 
<‘hemically. 

The Calf strain (culture 58(1) lesembled the Pearson strain sero- 
logically and also biochemically excepting for the fact that it gave 
a slightly positive Stern and a strongly positive Jordan and Harmon 
reaction. The Foal strain (culture 478) was a typi(^al IV-variant 
serologi(*.ally but bio<'hemically it differed from the Pearson strains 
by giving a strong tlordan and Hannon reaction and by failing to 
ferment Arabinose. 

The organism obtained from a chicken outbreak (culture 357), 
a typical typht-niuninn, differed biochemically from tw'o Stock 
strains of fyphi-mvmnn ((.ilasgow' and Weyhridge) by failing to react 
to the Bitter test ami by not fermenting inosite. The tw^o canary 
strains (cultures 581 and G26) resemblecl the two sto(‘k strains of 
typhi-viunum both untigenically and biochemically. 

These results show^ that the mght cultures of typin-murium 
(IV-variants) isolated from the Pearson outbreak were all identical 
antigenically and biochemically, but that the four strains of 
organisms isolated from the four separate outbreaks (Pigeons 2, 
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Tablk 2. 

Biochemical Tetts of Variovs Strains and Variants o/ S. typhi-murium and of one Strain of Paratyphi-B. 


SBROLOGICAIi VABIANTS OK “ SAIiMONELU TCTHI-HtmiUM 


•SiH 

-i- + + 4-f + + -f + 4 +-f + 4’ff+ -f' f 4- 

loimj 

1 1 M 1 1 1 1 1 1 1 1 1 1 M 1 1 1 1 

•jHOinAairj 

4 4H *1 'I--! 44-44 44 4-44^4 4 1 I- 

•aiiqjog 

4 444444 f 44 1 4^ 444 f 4 4 1 

•asoiA'x 

-) +44++ + H4+ + + 4H f + 4 4 4 4 

•apiiws 

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 

'dlisoui 

•uijnuj 

f 44 14441-14 4 4 4 1 44 1 1 4 4 

1 It 1 1 1 1 1 1 1 I 1 1 1 1 1 1 1 1 1 


4 4^4444^+4 M-444-t 1 f 4 -+ 


4- 44 44 4 4 444 4444 1-44 4 h 1 

•asoTO 

4 -1 -)■444^■■| 44 ( -t 44 4 M -t r 4 

‘O^IUUVJ^ 

4 44 ff444f4 44 14 44-1 1- 4 4 


1 ! 1 1 1 I M 1 1 1 1 1 1 1 M 1 1 1 


-1 4 4 1 4-444 4 1 -4 4 1 f4 4 4 | 4 ' 

•dsopri 

1 1 1 1 1 1 1 1 1 1 1 1 1 1 M 1 1 1 1 

•asoonio 

1 f 4 4 4 1- }- -f 4 4 -h 4 4 '1 1 4- 4 i f 

1 444441 1 j 

4 . .41444444 4 4 4. f 4 + 4 1 1 1 i 

^ ^^1^^ 44 4 4 4 4 4-1 4-1-4 f ' 1 

4 1 M- 4 1 4- ) 1 

tudis 

f f+4 + i -1 +4 4; 1 1 -r ■ M 1 < ! 

v|Wi 1«M!8 

4- 11-4 44114-4 1 f 4 1 4 4 i -1 1 t j 

i 

I 

^ : 

Pigeon (Pearson) 

Pigeon (Pearson) 
Pigeon (Pearson) 
Pij^on (Pearson) 
Pigeon (Pearson) 
Pigeon (Pearson) 
Pigeon (Pearson) 
Pigeon (Pearson) 
Pigeon (Rogers). 
Calf 

Canarv 

Canarv 

Pigeon (Pieterson 

Chicken 

Stock 

Stoek 

•Stock 

Stock 

Stock 

Foal 

Number and Nature 
of Culture. 

g 2 ••••!■• (S • K 

Sr ft* •••ft**#* *■•••• jp • ^ 

W •••i«|Q ^ ^ 

^ ♦••••*•#• ji*****, J5 ” 

.11 .1 : i g i i i ii|£ ]= 1 K 

y Ss5i3|{| 1 U 

|| || 1 1| 

^ ^ Qti £ QQ 
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+ = positive, — = negative, = slightly positive, -f- i- and (in Jordan) degrees of positive reaction, typhi-muriuin var. Copenk€iige» 

and typhi-nvurium var. Starrs = t yphi -murium' x at. Binns. Stem — Fuchain broth according to Stem (1916). Bitter = Rhaninoee medium of Bitter 
Wctigmann and Habs (1926). Jordan = d — tartrate agar of Jordan and Harmon (1928). 
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(halves 1, I'oals 1) were all diHeient in their biocheiiiieal reaetions, 
although they were all identical Heiologically. Moreover, not one 
of the four straiuK of typhi-nvurium (Iv -variants) described by us 
gave the same biochemical reaction as either the (\ipenhagen or 
StojTs variety of the bacterium. 

SrMMAKY. 

Outbreaks of i yplu-uMinum have been described in pigeons (3), 
fouls (1) and calves (1). The antigenit* structure of the different 
strains isolated was studied and it was shown that, with the excep- 
tion of one strain from an e]»izootii* in pigeons, all were lacking in 
factor W The strain obtained from the one epizootic in pigeons 
contained both factois IV and V. 

Hy means of agglutination tests several earners were detected 
among the pigeons, but all the reactors contained exclusively “ O 
agglutinations — no trace of IJ. agglutination could he detected in any 
one of the carriers. All the female carriers suffered from oophoritis 
and actively motile strains of fijpin-nivriinn were obtained from all 
the affected ovaries. 

It was imt ]K)ssible t<» is(date 1 yphi-nmilitm from the internal 
oigans studied and intestinal <*ontents of any on<* of the male carriers. 

'Fhe diseases in the calves was associated with a cocco-bacillus 
infection, probably dorifnehorteiinm pifoyeues, which may he the 
primary cause of the pncuimonia. 

In foals the organism isolated from the pus of the affected joints 
is pntbably the real (ause of the joint-ill. 
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The use of Anthrax Vaccines Prepared from 
Avirulent (Uncapsulated) Variants of 
Bacillus anthracis. 


By MAX STERNK, Sertioii of Bacteriology, Onderstepoort. 


A TKCHMQrK has lieeii flescribecl (Sterne 1937a, 1937b) for 

consistently obtainiii^^ avirulent, iininunoji^enic variants from virulent 
anthrax strains. The results of field and laboratory tests with 
vaccines prepared from siudi variants will be described in this pajier. 

Expkhimknts. 

To Find Out How Long Suspensions of Avirulent Variants 
Retained their Immunizing Power, 

Avirulent variants 22Aa, 33 B 3 , 34Aj, and 341^ were j^rown on 
nutrient agar until fully sporulated. The spores were suspended in 
50 per cent, glycerine-saline. Their concentration was approximately 
300,000 i)er (•.<•., which is, roughly, that in vaccine prepared here 
oidiiiarily. Sheep were inoculated, subcutaneously, with 1*0 c.c. 
Table 1 gives the results of these laboratory tests. 

Tajile 1. 






Rksixt of 

Test with 


Isolated 

Vaccine 

Sheep 

VlRCLKNT SpORKS ON 

Avirulent 

from 

prepared 

Immunized 



Variant 

Virulent 

from 

with 




Strain on 

Avirulent 

Vaccine on 

Immunized 

Normal 



Variant on 


Sheep. 

Controls. 

1 

22A, 

5.2.36 

13.7.36 

31.7.36 

6/6 

0/4 




22.9.36 

6/6 

0/4 

33B| 

27.7.36 

13.8.36 

14.8.36 

5/6 

0/4 




7.8.37 

6/6 

0/4 

34A| 

7.8.36 

13.8.36 

14.8.36 

5/6 

0/4 




7.8.37 

6/6 

0/4 

34F, 

10.8.36 

10.6.38 . 

14.6.38 

6/8 

0/2 




12.6.39 

6/6 

0/2 


5/6 = 6 sheep out of 6 lived. 
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The vacfcine prepared from strain 22Aa was potent after nearly 
iwo months, and that prepared from strains 33B3, 34A3, and 34r2 
after a year. It should also be noted that the vaccine from 341^ 
was prepared two years after the isoilaiion of this variant. 


Taele II. 

Duration of Immunity Produced in Guinen-pigs by nn 
Avmdent Variunt, 


Guinea Pigs. 


I 



Tested with 

Immunized 

100 M.L.G. 

with 34Fg 

Vaccine 

<m 

Strain 


on 

29. 3.39 

5. 6.39 

25.11.38 

13.12.38 

25.11.38 

19.12.38 

25.11.38 

5. 6.39 


Result of Test on 


ImmuniKed 


Normal 


Guinea Pigs. 


3/3 

5/5 

3/3 

3/3 


Controls. 


0/4 

0/12 

0/6 

0/4 


The results showed that g‘uinea-pig:s were solidly iimmine six 
months after vaccination. 


Immunity I'ests with Vaccines Prepared from Acirulent 
Variants 22A2 and 34 F3. 

All batches of avinilent vaccine, except the first, were pre]mred 
from strain 34F2. This Avas isolated from a virulent strain on l().8.3fi. 

I 

Prej/aratioa of vaccine , — The strain was" f>Town on buffered 
nutrient ai^ar, pH 7*4, at 37® C. Sporulation was always complete 
after three days. The spores were w'ashed off with saline and this 
suspension added to tw*ice its w*eight of glycerine. The growth should 
not be washed off later than the third day, because it then adheres 
tenaciously to the medium. The stock glycerine-saline suspension 
w^as diluted 1:50 to 1;25 with 50 per cent, glycerine-saline for issue 
to the field. The dose for cattle, 10 c.c., contained 600,000 t(» 
1,200,000 spores per c.c. After the middle of 1938, avirulent vaccine 
issued to the field w*as suspended in 0*5 per cent., saponin in 50 per 
cent, glycerine-saline. This improved the immunizing power of the 
vaccine. [vSteme, Eobinson and Nicoil (1939)]. JTo saponin w*as 
added for the laboratory tests. Table III summarizes the results of 
the laboratory titrations on sheep. Guinea-pigs (nmld always be 
Immunized solidly against 1 to 500 M.L.D. of a Pasteur II vaccine, 
'rhese titrations are omitted for the sake of brevity. 

Thus, under laboratory ^ conditions, batches prepared fmm 
variant 34Fa consistently elicited a sound immunity in sheep. 
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Tablk III. 


Strain. 

Batch 

No. 

No. of 
Doaea 
Prepared. 

Prepared 

on 

Sheep 
Immu- 
nized on 

Result of Teat with 
Virulent Sporea on 

Immu- 

nized 

Sheep. 

Normal 

Controls. 

22A, 

4 

80,000 

13.7.36 

31.7.36 

6/6 

0/4 

34F, 

14 

300,000 

11.3.37 

— 

— 

— 

34F, 

19 

300,000 

18.5.37 

18.5.37 

10/10 

0/2 

34F, 

21 

260.000 

7.0.37 

8.6 37 

7/8 

0/2 

34F* 

24 

500,000 

6 9.37 

7.9.37 

10/10 

0/2 

34F, 

25 

500,000 

20 9 37 

21.9.37 

10/10 

0/2 

34F8 

39 

300,000 

10.6.38 

14.6.38 

10/12 

0/2 

34Fj 

50 

500,000 

21 2.39 

23.2.39 

10/12 

0/2 

34F, 

51 

700,000 

4.4.39 

4.4.39 

10/10 

0/2 

34F, 

52 

900.000 I 

21 4.39 

24.4 39 

9/20 

0/2 

34F, 

53 

700,000 

9.5.39 

9,5.39 

8/10 

1/2* 

34F* 

.54 

700,000 

22.5.39 

22.5.39 

7/10 

0/2 

Totals 

i 

5,730,000 

— 

— 

97/108 

1/24 


♦ During the thttie years covered in Table III, 63 further normal sheep were used as 
controls for other batches of ordinary vaccine. All died. The one control that lived 
(Batch 53) showed no reaction at all, and also no reaction to a second inoculation of a large 
virukmt test dose. It is jiossible that a sheep immunized previously was used here as a 
control. 


Field Tests with Vaccines Puepahed from Avirulent Variants. 

These were started in 1936, and the amount of vaccine issued was 
increased as experience was gained of its use. To date, June 1939, 
about 2,700,000 doses have been used. 

Batch 4. — In 1936, 1,350 doses were issued for cattle. 
Reactions were inconsiderable, and a severe outbreak of anthrax 
was stopped. 

Batch 14. — Tn May and June 1937, about 300,000 doses were 
used for cattle. There was an absence of severe reactions, even in 
highly-bred stock. Four animals were reported to have died, but 
ii is doubtful wdiether ihe vaccine was responsible for the deaths. 

Batch 19. — Only a few doses used. 

Batches 21, 24, 25. — These were issued (1,250,000 doses) up to 
April 1938. By this time the avirulent vaccines had shown them- 
selves safer than the ordinary vaccine and were being used, as a 
routine, for dairy cattle and higly-bred stock. 

Batches 39, 60, 51.— Issued (1,100,000 doses) suspended in 
saponin, from April 1938 to date (June 1939). No complaints have 
been received. 

It is difficult to produce statistically sound evidence of a vaccine's 
efficacy in the field. Ihe avirulent vaccine has been tested on a large 
scale and its innocuousness established. The only complaints (4) of 
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deficiency in immunizing power concerned Batch 14. Complaints 
ceased when the concentration of spores was increased. The avirulent 
vaccine was used largely in those areas from which most of the 
complaints about the ordinary vaccine had come; that is in districts 
with a large proportion of^ dairy fanners. The complaints ceased 
when the new vaccine was introduced. 

A questionnaire was sent to the fanners of one of these districts. 
Replies were received from 216 farmers who owned 49,000 cattle. 
The replies were classified as follows: — 

1. No or negligible reactions. — 200 farmers owning 46,100 

cattle. 

2. Mild reactions. — 8 fanners owning 1,600 cattle. Transient 

drop in milk yield; 14 head reported lame. 

3. Severe reactions. — 8 farmers owning 1,300 cattle. More 

serious drop in milk yield; 12 animals were badly 

swollen; one animal died. 

Questionnaires are of dubious value. Replies are usually 
obtained from those that are very pleased and those highly dis- 
pleased. The deleterious results were cerlainly not all due in tlie 
vaccine, although possibly due to ihe inoculation procedure. I'here 
were no complaints of lack of iiumunity. 


Comparative Field Test of Avirnlent Spore Vaccine (trifhovt 
Saponin) and Ordmary Saponin Spore Vaccine. 

Eveiy year, in May and June, 1,700,000 cattle, the entire cattle 
impulation of the Transkei Territories, are inoculated against, 
anthrax. In 1938 all the cattle (271,500) in one area of the Transkei 
were inoculated with aviiulent vaccine. The (*a'ttle (l,288,0.i(I) ot 
the rest of the Transkei were inoculated with ordinaiy saponin spore 
vaccine. Table IV gives the result of these and, for comparison, the 
previous year’s inoculations. , 


Table IV. 

Comparison of Avirulent Vaccine with Ordinary Saponin 
Spore Vaccine in Transkeian Territories. 


Area Inoculated. 

Period 

May- 

June. 

No. of , 
Cattle . 
Inocu- 
lated. 

I-', 

Type of Vaccine 
UsfNl. . 

Deaths 
from 
Anthrax 
in Year 
following 
Inocu- 
lation. 

Percentage 

Deaths 

from 

Anthrax. 

Butterworth 

1937 

273,730 

Spore vaccine 

17 


1 

1938 

271,600 

Avirulent vaccine. . . 

5 


Rest of Transkei. . 

1937 

1,276,240 

Spore vaccine 

60 



1938 

1,288,030 

Saponin vaccine. . . . 

25 
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Thus the avinileni vaccine was us effective as the ordinary 
saponin spore vaccine. A few years afi:o thousands of cattle died 
annually from anthrax in the Transkei. The reduction in mortality 
shown in Table IV is the continuation of a trend that commenced 
in 1928, when systematic immunization was started in the Transkei. 
A delailed discussion of ihis anti-anthrax canii)aif>:n will be given 
in another publication. 


Use of Avrrulent Vaccine on Anirtials other than Bovines. 

Sheej ). — lias been used on a considerable scale; results entirely 
satisfactory. 

Horses . — Used on a large scale in IIKIO; results entirely 
satisfactory. 

Camels.-- A few were inoculated and these showed no reactions. 

Goats.— rmler lalxmitory (stalded) conditions, very large doses 
were harmless. Under field conditions, far smaller doses provoked 
swellings. Of about 400 goats done in the field four died. Avirulent 
vaccines are not, tlierefrne, being issued, as a routine, for goats. 
None of the goats that died show’ed anthrax septicaemia. 


A CKNO WLEDGEMENT . 

I am indebted to Mr. W. G. Barnard, Governjiuuit Vetei inary 
Officer, for preparing and sending out questionnaires, and lor 
supervizing inoculations in liis area. 


SlMMAHV AND ( V)N(’H:S10NS. 

(1) During the last three years (19d()-1939) several batcdies of 
anthrax vaccine were made from avirulent (uncapsulated) variants. 
These batches, as judged by laboratory tests on guinea-pigs and 
sheep, were uniformly good. 

(2) The avirulent strains sjmrulated rapidly, completely and 
regularly. 

(3) Vaccine prepared from avirulent variants retained its 
immunizing power for at least a year. 

(4) Field tests were carried out on 2i million rattle and several 
thousand horses and sheep. The vaccine was safer and produced 
slighter reactions that ordinary saponin spore vaccine. Highly-bred 
animals tolerated inoculation very well ; horses and sheej) (‘ould be 
safely inoculated with cattle vaccine. 

(5) Preliminary field tests on goats indicated that these might 
be more affected by the uncapsulated strains than other domestic 
animals. 
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The Immunization of Laboratory Animals 
against Anthrax. 


Wy MAX SJ'ERNE, Section of Bacieriology, Onderstepoorl. 


(iriNEA-iMGS and ral)bits can be iimminized anthrax without 

difficulty; mice as a rule cannot. The very interestinj:^ work of 
Tonicsili and liodon (1934) and Tonicsik and Ivanovies (1938) on the 
j^assive iiiiriiuuization of mice supports Ivanovic’s (1938) su^pfestion 
that mice have a unique and peculiar immunity mechanism against 
anthrax. 

The following experiments were done to see whether mice could 
be actively immunized with an uncajisulaled a virulent anthrax 
variant, and to compare their reactions with those of guinea-pigs. 
[Tncapsulated variants have been found to immunize guinea-pigs, 
rabbits, goats, sheep, cattle, and horses; Stamatin and Stamatin 
(193(5), Stamatin (1937), Sterne (1937a, 1937b, 1940). 


Exckriments. 

J. 77?c Active Immunization of Guinea-pigs and Mice 
against Anthrax, 


Strains used: — 

(1) 34F, ; a rou^li. iincapsuluted, avinilent, immunizing variant isolated 
on 12.8.36 from a virulent strain grown on serum agar in carbon 
dioxide. 

(2) Boiled 34P,; a dense suspension of (1) killed by boiling 

(3) 9Ba; a rough, uncapsulated, avirulent, non-immunizing variant 

isolated on 30.3.35 from an avirulent, continuously dissociating, 
smooth mucoid strain. 

Guinea-pigs and mice were immunized as shown in Table I. 
Their immunity was tested with 01 c.c. (±100 guinea-pig M.li.l).) 
of a glycerine-saline spore suspension of a Pasteur IT strain. 
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Tablb I. 

Immunization of Guinea-pigs and Mice against Anthrax. 



All animals tested with 100 M.L.D. (Guinea-pig) Pasteur II, 
strain two weeks after immunization with. 

Results of 

Tests on. 

One Dose 
34?,. 

Gne Dose 
34F, 
(Boiled). 

One Dose 
OBa. 

Several 

Doses 

9 Ba. 

1 

Nil 

1 (Controls). 

Quinea-pigs. 

59/64 

(02 per cent.) 

-- 

0/14 

(0 per cent.) 

0/12 

(0 per cent.) 

1/133 

(0-8 

per cent.) 

Mice 

88/160 
(55 per cent.) 

13/71 
(23-9 
per cent.) 

42/147 
(28*6 
per cent.) 


13/156 

(8-4 

per cent.) 


59/64 == 69 survivori out of 64 tested. 
92 % percentage survivors. 


Thus guinea-pigs immunized with 34 F 3 were almost completely 
resistant to the test dose, while those immunized, or hyperinimunized, 
with 9Ba were fully suscejjtible. The results got with mice were less 
clear. Mice immunized with 34F2 were significantly more resistant 
(P <’01, Fisher’s method) than those treated with either 9Ba 
or boiled 34 F 3 . The difierence between the effects of 91ia and boiled 
84Fa was not significant, while mice treated with either of these were 
significantly (P < *01) more resistant that the controls. 

It might be argued that the more feeble response of the mcmse 
to immunization w^as due to its greater susceptibility. This is not 
borne out by the fate of the controls. Three experiments to test the 
relative susceptibility to anthrax of mice and guinea-pigs are 
summarized below. In each experiment the mice au/l the guinea-pigs 
were inoculated with the same size dbse of a Pasteur II strain. 

Table II. 

Relative Susceptibility to A7ithrax of Mire and Guinea-pigs, 


Experiment. 

Animals Inoculated. 

Results. 

Mean 
Survival * 
time (days) 
of animals 
that died< 

Significance of 
difference in 
survival time 
(Fisher*s t 
Test). 

1 

G<^.pige 

Mice 

1/67 

ll/m 

2*9±0*14 
6-2 i 0-23 

P< *01 

2 

Guinea-pigs 

Mice 

0/10 

0/48 

M 

H-H- 

0 0 

to 

p< 01 

3 

Guinea-pigs ] 

Mice 

0/9 

5/41 

8-6 + 0-20 
5-1 ±0-47 

P< *01 


1/67 ai one animal survived of 67 inoculated. 
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Thus ill every experiineut the mice proved significantly less 
sus(;eptible than guinea-pigs. 

2. The Rate of Derelojrment of Anthrax Immunity in 
Guinea-pigs, 

A number of guinea-pigs we**e inoculaled with a large dose of 
the immunizing strain Another lot received a similar dose of 

the non-immunizing strain 9Ua. At intervals thereafter the guinea- 
pigs were tested as shown in Tables 111 and IV. The vaccine was 
injected into a hind limb; the test dose into a foie limb. 


Table ITI. 


Rate of Development of Immunity in Guinea-pigs, 


No. of 
(>ninea-pig8. 

Immunized 

with 

Tested with 
500 M.L.1). 
Pasteur II 
after 


Results. 

3 

3 

6 

34F, 

flBa 

1 day 

1 day 

J day 

1 

1 

(3). t (3). t (3). 

(3). t (3). t (3). 

(3). t (3). t (3). t (3). t (3). t (3). 

3 

3 

6 

34F, 

9Ba 

2 days 

2 days 

2 days .... 

1 

1 

1 

(2). t (2). t (3). 

(2). t (2), t (3). 

(2). t (2). t (2). t (2). t (2). t (3). 

1 

e 

34F, 

9Ba 

4 days 

4 days .... 

4 days 


r (3). t (4). L- 
^ (2), t (3), t (3). 

^ (2). t (2). t (2). t (2). t (3). t (3). 

3 

34F, 

5 days 

1 

L. \d. 

3 

9Ba 

5 days 

•• (2), t (3). t (3). 

6 

— 

5 days 

t (2). t (2), t (2). t (2), t (3). t (3). 

2 

34F, 

8 days 

1 L. U 

3 

9Ba 

8 days 

1 

\ (3), t (3), t (»)■ 

3 

— 

8 days 

1 

^ (2), t (2), t (3). 

3 

34P, 

18 days 

I 

4 , L. L. 

2 

9Ba 

18 days 

■■ (2). t (3). 

6 

— 

18 days 

t (2). t (2). t (2). t (3). + (3). t (3). 

3 

34K, 

24 days 

L, L. L. 

3 

9Ba 

24 days. . . I. 

t (3). t (3). t (*)■ 

3 

— 

24 days 

t (2), t (2). t (3). 


lived. t (2) ~ I^ied in two days, 
nondmmu nixed controls. 


Thus immunity was shown by guinea-pigs inoculated with 34 Fa 
from the 4tb day, and was solid from' the 5th. No immunity was 
ever elicited by 9Ba. 
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A.nother experiment (Tal;le IV) was carried out to see whether 
immunity could be detected 24 hours after vaccination. The test 
dose was reduced to 100 M.L.l). Twice as much 9 Ba was given as 
o 4 F 2 > as an additional (^ont^Ql on possible non-specific effects. 


Table IV. 

Immunity of Guinea-pigs 24 Hours after Vaccination. 


No. of 
guinea-pigs. 

Immunized 

with 

Teatad with 

100 M.L.1). 
Pa&tmr 11 
strain after 

itvHUltfk. 

Mean survival 
time in days of 
guinea-pigs 
that died. 

39 

34F, 

24 hours 

9/39 

4-5 ±0-56 

24 

9Ba 

24 hours 

0/24 

3*2d;0*85 

26 

Controls 


0/26 

2-6 1 0*66 


(non-immunizpdL 




There was a significantly greater number of survivois in the 
group immunized with strain 84 F 2 . Moreover the mean survival 
time of the guinea-pif^s ihat died in this group was significantly 
longer (P <- 01 » Fisher^s t test) than that of the guinea-pigs in the 
other groups. Group 9Ba did not show a significantly longer mean 
survival time than that of the controls. 

One may conclude that guinea-pigs inoculated wdth strain f*J 4 F 2 
showed a distinct and specific increase in resistance to anthrax, 24 
Lours after vaccination. 


Discussion. 

Guinea-pigs and mice differed markedly in their reactions to 
active immunization against anthrax. The former rapidly developed 
a strong immunity when in<u!ulated with the avirulent, immunizing 
strain 34F2. Some immunity was demonstrable as early as 24 hours 
after vaccination. This was almost certainly specific as guinea-pigs 
immunized or hyperimiiiunized with variant 9Ba showed no 
immunity whatever. 

Mice inoculated with 34Fa showed a significant and considerable 
increase in resistance to anthrax. This, however, w^as not nearly so 
marked as in guinea-pigs. Mice inoculated with the non-immunizing 
strain 96a, or with killed suspensions of 34Fa allso showed a 
significant increase in resistance. Although this increase was not as 
great as wdth 34F2, it was large enough to make an interpretation 
of the results difficult. It showed that much of the apparently specific 
increase in resistance produced by 34 F 3 could be non-specific. As 
the mice inoculated with 34F2 reacted more severely than those 
inoculated with the other strains, the influence of non-specific 
factors, such as inflammation, might have been correspondingly 
greater. 


316 



M. STERNE. 


Clearly, mice are not nearly as easy to immunize actively as 
pruiiiea-pigs. It may be that they never develop niore than a low 
grade specific inimuniiy. On the (dher hand mice appear more 
prone than guinea-pigs to develop considerable non-specific resistance. 
These findings could not be ascribed to the mouse’s great susceptibi- 
lity to anthrax, for repeated tests proved them less susceptible than 
guinea-pigs. 

The mouse appeared to differ from other animals in its ability 
to develop active immunity to anthrax after inoculation with 
nncapsulated, immunizing variants. 

Conclusions . 

(1) (iiiinea-pigs inoculated with an avirulent, uncapsulated 
variant from a virulent anthrax strain rapidly developed iniinuiiity 
to anthrax. A significant, specific, increased resistance was 
detectable 24 hours after vaccination. 

(2) Mice could not he immunized as easily as guinea-pigs; hut 
showed more tendency than guinea-pigs to the production of an 
increased non-specific resistance. 

(r\) Kepeiited tests showed mice to be less susceptible than 
guinea-pigs to a test dose of approximately 100 guinea-pig M.L.I). 
of a Pasteur 11 strain. 
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On the Feeding of a Phosphorus Supplement to 
Mother-Reared Calves, prior to Weaning, 
under Open Range Conditions in 
Bechu anal and. 


By J. H. R. BISSCHOr, Section of Zootechnics and Meat Research; 
A. 1. MALAN, Section of Biochemistry; H. P. STEYN. 
Section of Surgery; and G. B. LAURENCE, Section of 
Statistics. 


Introduction. 

Theilkr, Green and Du Toit (1924) first drew attention to a marked 
phosphorus deficiency in the pastures of such parts of the Union, 
as Becliuanaland and the Transvaal high veld. Du Toit and Bisschop 
(1929) showed how this deficiency materially affected growth, 
development, production and reproduction in cattle on the Veterinary 
Research Station, “ Armoedsvlakte in Bechuanaland. 

Henrici (1938), Du Toit, et. aL (1930-1935) made an extensive 
survey of the feeding value of natural pasture grasses in the T’niou, 
and found a phosphorus deficieu(*y to exist practically throughout 
the country. In order t4) prevent the effects of tins deficien(*y« 
farmers were advised to supply their cattle with the necessary 
phosphorus supplement from the age of weaning (at G-9 months) 
onwards. Prior to this age^ calves of phosphorus-fed cows usually 
show satisfactory growth and development, and since it is a tedious 
process to dose young calves with boneraeal this lower age limit was 
introduced. For the time being the question whether or not 
phosphorus supplementation to calves prior to weaning, would be 
profitable, was left in abeyance. 

At “ Armoedsvlakte ** a long term experiment has been in 
progress since 1925, in which indigenous females have been graded 
up systematically with purebred bulls of both indigenous and 
exogenous cattle breeds. In this experiment it w^as found that the 
halfbred calf generation, born out of bonemeal-fed dams, develo])ed 
quite satisfactorily up to weaning age, without a phosphorus supide- 
ment. The higher bred exogenous calves, that is, the f and | bred 
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(trades out of bonemeui luothers, did not do so well as the halfbred 
(halves up to weaning age, and the question whether such calves 
would not benefit by bonemeal feeding prior to weaning, had to be 
considered. 


Object of the Experiment. 

The object of the experiment was to ascertain, whether during 
the first 9 months of life, calves of honemeal-fed mothers which run 
under open range conditions, will grow and develop more satisfac- 
torily when supplied with a phosphorus supplement, than under the 
present system of management of the grade herds at Armoeds- 
vlakte i.e., where no phosphorus supplement is fed to calves until 
after weaning at the age of 9 months. 

Plan of the Experimkm'. 

The experiment was conducted during J9dt), 1987 and 1988 at 
the Veterinary Hesearch Station, Armoedsvlakte ”, near Vryburg, 
Cape Province, where the original researches of Theiler, Green and 
Du Toit were carried out 20 years ago. 


A. Experimental Animals, 

niese consisted of I bred Pedpoll calves, born on the Station 
out of I bred, b<inemeal-fed Redpoll cows, and sired by purebi*ed 
Redpoll bulls. These calves were passed into the “ Bonemeal ” and 
“ Control ” groups alternately in sequence of their date of birth 
and sex. Table No, I gives details of the experimental animals in 
each group. 

As will be seen from this table, one calf died in each group 
and a further calf had to be discharged from the Control groiij) on 
account of its dam dev<?loping mastitis. The bonemeal and control 
groups, therefore, finally consisted^ respectively ht 9 and 7 (»a]ves. 

B. Uonemeal Supplement, 

The “ control ” calves received no supplement prior to weaning. 
From the 271&t day of age, to the end of the test at 480 days of age, 
they received 8 oz. of bonemeal per head per day. 

The bonemeal ” calves were treated as follows: — 

From date of birth to 30 days old, no supplement. 

From 31 days old, to 60 days old, \ oz. of bonemeal per day 
per head. 

From 61 days old, to 120 days old, 1 oz. of bonemeal per day 
per head. 

From 121 days old, to 180 days old, 2 oz. of bonemeal per day 
per head. 

From 180 days old onwards, 3 oz. of bdnemeal per day per 
head. 
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The very young (!alve8 were dosed by opening their mouths 
and pouring the dry bonemeal into it. At first a few of the calves 
ejected some of the bonemeal, but they ali soon became accustomed 
to this method, which worked quite satisfactorily. When the calves 
were older they W’ere dosed according to standard method employed 
at the Station, i.e., with moistened bonemeal, by means of a spoon. 

Vj, MilJc Hatuifin. 

In order to obtain data concerning the milk-prod uctioii ot the 
cows, and hence concerning the milk intake of the experimental 
calves, it has been necessary to adopt an unusual procedure in all 
the experiments at ** Armoedsvlakte ’’ : Where cows are dependent 
upon the natural pasture for their sustenance and receive no 
additional production ration, hand-rearing of calves is unpractical. 
Jf the calves are taken away, the cows dry up in about 10-1!^ weeks 
after parturition. Even where the calves are reared on their dams, 
the average lactation period is relatively short. Bonemeal fed cows 
usually do not give more than 2-3 lb. of milk per day after the 
30th week of lactation. 

The calves aie allowed half their mother’s milk. Dnriug the 
first week they suck the two right teats of the udder and the two left 
teats are milked for recording purposes. The following week the 
calves suck the left half of the udder and the right half is milked. 
Each Wednesday the whole udder is milked, in order to estimate 
whether the milk from one half, actually represents 50 per cent, of 
the production of the whole udder. 

For the first 14 wrecks (98 days) the cows are milked twi(;e a 
day — for the next 16 weeks (up to and including the 210th day) 
only once a day. From the 211th day until weaning at 270 days ot 
age, the calves run with their dams. 

D. Calf Maiiagertient, 

The callves w^ere brought to the milking sheds at milking tunes, 
from calf paddocks approximately^ 10 morgen ( ± 21 acres) in extent, 
where there was good grazing, shelter and water' supply. 

E. Body Weights, 

Body weights were taken every 30 days, from date of birth 
onwards until the conclusion of the experiment at 480 days of age. 

F. Pica Tests, 

Pica Tests were conducted at intervals of 14 days. The object 
was to determine the degree of osteophagia, or craving for bones, 
exhibited by the calves. The pica tests were conducted in the usual 
manner (see Du Toit and Bisschop, 1929) by first allowing the 
animals access to a trough containing sterilized rotten bones. Any 
animals picking up and chewing such bones were marked down as 
rotten bone ” cravers. The remainder were then passed into a 
pen containing a trough with sterilized “ sweet” bones. The calves 
which picked up and dhewed these were recorded ‘‘ sw eet bone ” 
cravers. Those that chewed neither rotteH' w sweet liones were 
recorded as non-era vers 
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G. Body Medsuremenfs, 

Body measuromenttt were taken every 80 days from the dates of 
birth onwards. The ^\ell-krK>wll Deriaz system was employed. The 
measurements taken were: — 

(a) Length of body. 

{}}) Height at withers. 

(6*) Ileiglit at hookbones. 

(d) Depth of rhesl. 

(e) Width of chest, 

(/) Ijength of rump. 

(jry) Width between hookbones. 

{h) Width between thirls. 

(?) Widtli between pinbones. 

(;) Length of liead. 

(/c) Width between eyes. 

(/) Heari girth or body cir(*umference. 

11. Blood Analysi,^, 

A bi(K)d sample was taken from each calf at the ages of 80, 
00, 120 and 180 days of age and analysed for inorganic phos])lionis. 
Thereafier all the ex])oi imeiital animals w’ere bled for simihr tests 
once a nn)nth from ()(*tolM‘r 1987 to March 1988, i.e. frcin tlie 
approximate average ages of 11 months to 10 months. 

I. H isiidoqival Si v die a of Boovn, 

The experimental ])rogramnie called for rib-resections at the 
costo-chondral junction, of all the experimental (*alves at the ages 
of 90 and 210 days, hut on account of the time recjuired for a 
number of these operations, it wa.s decided to select one heifer and 
one “ tolly calf from eac'i group. These 4 calves were opeiated 
on in the middle of February and again in the middh* of June 1987, 
approximately at the ages of (io and 180 days. The reseeded ])ieces 
of ribs were examined histologically to ascertain whether calcification 
W’as taking place normally and at the same rate, in both groups. 

J. Statistical Analysis of Bata, 

All data were analj'sed stati.stically according to Fisher (1980). 
Only such differences w’hich pioved to be significant in terms ot 
Fishers P 0*05 or P-=0 01 have been used in arriving at conclusions. 

IV. Kxpkrtmkntat, Results. 

A. Body Weights, 

Table No. 2, which has been divided into three parts, gives in 
Section A the average body weights of the Bonemeal and Control 
calves at 80 day intervals from birth until 480 days of age. 

(1) “ 5f'o/b/ calf : A castrated bull call. “Tollies” are castrated bull calves 
up to the age of 1*^ inontlis. 
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The original experimental programme covered the period from 
birth to weaning. At this latter stage, it was decided to continue 
the test to 480 days of age, but in the meantime a number of calves 
had not been weighed when 300 days old. The weight column for 
Ihis age has therefore been excluded from the table. 

The actual differences between the average weights of the 
bonemeal and control calves are given on the 5th horizontal line. 
In horizontal line No. 6 these differences are given as percentages 
of the control (basal) weights. Significant differences are printed 
in heavy type and to show the degree of significance either a 5 or 
a 1 has been placed in bra(!kets above and to tlie right of such 
significant differences. 

Section B gives similar data as Section A, for the heifer calves 
in the two experimental grou])s and Section C for the tolly calves. 
The three ages of importance in the test were, firstly that at 30 days, 
when the bone meal group was idaced upon its phosphorus supple- 
ment; secondly at 270 days, when both groups weie weaned, and 
the control group was placed upon a bonemeal ration, equal to that 
of the bonemeal group; and thirdly at 480 days, when both grouj)s 
had received an equal phosphorus supplement for 7 months, and when 
the test was terminated. 

Section A of Table No. 2 sluvw’s that at none of these ages did 
there exist any significant difference in body weight between the 
experimental groups. Only one significant difference is seen in the 
table, i.e. in Section A at 390 days. Since, however, this significant 
difference is preceded and succeeded by a series of insignificant 
differences, its aj)pearance is most difficult to ex])lain and does not 
appear to be of any biological importance. 

It appears warranted to conclude therefore that as far as body- 
weight is concerned, the feeding of bonemeal to calves prior to 
weaning was without effect. 

Sections B and (? of Table 2, show’ that there is no significant 
differences between bonemeal and control heifers, and betw^een 
bonemeal and control tcdlies. There is, however, a very material 
difference between the two sexes at the same age. This aspect will 
be dealt with in a separate article. 

B. Pica, 

Table No. 3 gives the results of the pica tests for each individual 
animal and for each group, at fortnightly intervals, up to 480 days 
of age. Three symbols are used: — 

(o) A minus sign, - , denotes a non-craver. 

(h) A cross, X, denotes a rotten bone cravei. 

(e) A plain circle, O , denotes a sweet bone craver. 

The table is divided into two parts. The upper half gives the 
pica results of the bonemeal group, the lower half those for the 
control group. The thick vertical line at 30 days in the upper half 
denotes the beginning of lx>nemeal supplementation to the bonemeal 
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gi^up and a similar line in the lower half at 271 days, the beginning 
of bonemeal feeding to the control group. In the horizontal line 
below each group, are found, the group i)ica totals for all age points. 
In the last 3 vertical columns are found, for each animal and for 
each group the total number of oecassions on which rotten and 
sweet bones were eaten and the total craving per group. 

The table needs no explanation. The calves of the bonemeal 
group show a negligible degree of craving. Five out of the nine 
animals never craved at all and of the four that did, the worst 
(No. 6777), chewed rotten bones only on one occasion and sweet 
bones only on 3 occasions, during 34 consecutive tests. The total 
craving for the group amounts to 9 out of a possible number of 
306, i.e. 2*94 per cent. 

The total craving for the control group amounts to 88 out of a 
possible 238, i.e. 36*97 per cent. This is 12 J times as much as in 
the bonemeal group. This high degree of pica is, however, not 
common to all the calves in the control group. It will be noticed 
that although no calves were non -(‘ravers throughout the course of 
the experiment, two were practically so. The rest were all marked 
cravers. As a group it will be noticed that the degree of pica 
increased up to the time when all the calves were weaned, i.e. as 
long as the animals received no bonemeal. From then onwards the 
pica in the contix)! group, dropped steadily until, for the last 3 
tests, only one calf showed craving. 

From the data given in Table No. 2 one is justified to conclude* — 

(a) that in the bonemeal group, the phosphorus supplement 
prevented craving almost entirely; 

(h) that in the control group, until weaning age, the degree 
of pica, indicative of aphosphorosis, increased steadily; 

(c) that the bonemeal supplement given to the calves of the 
contnyl group, from weaning onwards, reduced the degree 
of pica to a negligible ^pnount by th^ end of the test. 


C. Body Measurements, 

Because all the (alves were not measured at 30 days of age, 
Table No. 4 does not iiudude data for that age. It gives the average 
body measurements in cm. of the calves in both grou})s, for tlu^ 
ages of 60, 270 and 480 days. As in Table No. 2, .the actual and 
percentage differences (in terms of the control measurements) are 
given for each age, and significant differences are printed in thick 
type, with the degree of significance given within' brackets above 
and to the right of the significant differences. 

It will be noticed from Table No. 4 that no significant 
differences were found between the bonemeal and controil groups, 
in the body measurements, at any of the three ages given. In fact, 
although the calves were measured every 30 days, no significant 
difference between the 2 groups, was found at any stage during the 
test and it is, therefore, justified to conclude that the bonemeal 
supplement had no effect ujwn the body measurements taken. 
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D. hlood Analysis, 

In Table No. 6 is given the inorganic blood phosphorus in 
milligrams per 100 c.c. for each calf, at different ages throughout 
the experiment. Below each group the group totals and averages, 
at the given age, are found. In the last 2 horizontal columns the 
actual and percentage differences (in terms of the control figures) 
are given. Significant differences are shown in the usual way. 

For reasons already explained no analysis was conducted when 
the calves were 2TQ days old. Unfortunately it is, therefore, 
impossible to compare the 3 important ages of 30, 270 and 480 days. 
Nevertheless, the figures in the last horizontal column are most 
interesting. At the ago of 30 days there was no significant difference 
in inorganic Mood phosphorus between the two groups, although 
the average of the control group is slightly higher than that of the 
l;onemeal group. At 60 days Ihe difference is still not significani 
but now' the honemeal group is slightly higher than the controls. 
At 120 days the bonenieal calves show' an inorganic blood phosphorus 
content, which is 21 per cent, higher than that of the (!ontrols. At 
180 days this signifi(*ant difference has increased to 45 per cent. It 
seems safe to assume that at 270 days, when the controls w^ere placeil 
upon a bonemeal ration, the difference would probably have been 
at least as marked as at 180 days. 

The next analysis, at 11 months of age, i.e. after the (ontrols 
had been on a bonemeal supplement for 2 months shows a distinct 
drop in the percentage difference between the 2 groups. I 1 »is 
difference, however, remains highly significant. At 13 months of 
age, the inorganic bh»od phosphorus of the (‘ontrols was actually 
si^ificantly higher than that of the bonemeal groups. From this 
point onwards there was no difference between the two gioups. 

(Comparing the average figures for the tw'o groups, it wull 
be noticed, that after the high figures of all the experimental calves, 
up to 60 days (a high inorganic blood phosphorus content is normal 
for young calves — see Green and l&acaskill, 1928) the bonemeal groujj 
retains a level of approximatdy 6 milligrams per 100 (;.<!. throughout, 
while in the control group there is a distinct decline until weaning 
age, but from the time when these calves too were placed upon a 
phospliorus supplement, the averages show' a definite upward trend. 

From these figures it is concluded, that the bonemeal group of 
calves received sufficient* available P 2 O 5 to maintain a constant level 
of inorganic blood phosphorus, as judged by our analysis. On the 
other hand the control group of calves probably did not receive 
sufficient available P3O5, and although no conformational evidence 
of an insufficiency could be detected, the analysis neverthetless 
revealed a drop in the inorganic blood phosphorus. After the control 
calves had also been placed upon a bonemeal supplement, their 
inorganic blood phosphorus, rose to a level, equivalent to that of 
the bonemeal calves. 

In addition it must be emphasized that the average values ot 
5*62, 4-33 and 6*10 milligrams phosphorus per 100 c.c. blood of 
the control calves respectively at 4, 6 and 11 months of age, are 
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indicative of aphosphorosis. The value 4*44 especially, is only just 
above the minimum accepted as sufficient for niature cattle, and is 
therefore rather low for 0 months old calves. This provides evidence, 
that the control calves suffered from a phosphorus deficiency, which 
how'ever, was not manifested conformationally. 

E. Uohe Histology. 

The histological examination of the costo-chondral junctions 
showed good calcification with long and closely knit primary 
trabeculae, both in the rib-resections taken at 65 and at 180 days 
of age. Up to 6 months of age, therefore, the skeletons of the calves 
examined w^ere found to be noimail in terms of phosphorus. It is 
unfortunate that no histological examinations M*ere done on resections 
from calves at 9 mouths of age. 

In the resections taken in June 1967 (180 days old) the costo- 
chondral junctions of calves Nos. 6714 ((control group) and 6727 
(bonemeal group) revealed the presence of a fibrosis, probably 
osteodystrophic in nature, which is, however, as far as we know, 
not associated w'ith aphosphorosis. 


V. Discussion. 

Note. — In the discussion of the experimental results the word 
function ” is used in such phrases as “functional efficiency 
“ functionally subnormal “ functional abnormalities etc. Tlie 
reader may interpret the word “ function as the sum total of an 
animars physiological manifestations. In the present discussion sucii 
an interpretation is not intended. The actual funt*tions referred to 
are clearly described in paragraphs (5) (1) and (5) (2), below. 

The results of the experiment show, that in terms of the 
experimental criteria employed: — 

{a) The bonemeal .mpplement had no ejfect upon growth mul 
develapmenty i.e. upon e.tternal ^conformation : At no time during 
the course of the investigation, either before or after weaning, w^ere 
significant differences found between the average body w^eights or 
body measurements of the two groups. 

(b) The bonemeal supplement improved functional efficiency: 
The bonemeal calves, functioned on a higher plane of efficiency than 
did the control calves,, from the time they were placed upon a 
phosphorus supplement, until the control calves too received the 
same supplement. 

(1) In comparison with the controls, they exhibited practically 
no osteophagia, and show^ed a higher and much more constant level 
of inorganic blood phosphorus up to weaning age. 

(2) From the age of w'eaning onwards, w’hen the control calves 
aiso^ received bonemeal, the manifestations of a phosphorus 
deficiency exhibited by them abated and finally disappeared. At 
ihe conclusion of the experiment, the control calves were, in terms 
of the experimental criteria, in every way comparable to the bonemeal 
calves. 
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The experimental results show up an apparent anomaly. .Vi 
weaning age the (lontrol caJlves, although eonforinationally normal, 
were functionally sul)normal. How^ can suhnormal function maintain 
jiormal coni'urmational (levelopjneiit? Theiler, I)ii Toil and Malan 
Q937) condu(!ted mineial metabolism investigations on i»igs. They 
found that a group whicli received an adequate ration, ex(!ept for 
a defi(Menc,y in ]>hosphorus, showed as rapid a weight increase, as 
did the group on a completely adequate ration, foi* the fiisi o months 
of the experiment, i.e. up to a live weight of approximately 140 Ib. 
This normal conformational development took place notwithstanding 
the fact, that 4 months after the commencement of the test, the 
inorganic blood phosphorus of the group on tlie deficient ration 
averaged only 3 ’bo milligrams per 100 c.c. as compared with 

8*9 milligrams ])er 100 c.c. for the group on a complete ration. 

Up to a i)oint, therefore, the deficient skeleton was able to 
support normal increase iii body weight. After this limital ix)iiit 
had been passed, the phosphorus deficient giHiuj) slniwed a rapid 
decline in the rate of body weight in(*rease in coniparis(»n to the 
group wdiich received ]ihosphates. 

It would appear as if, up to a potni, the skeletons of growing 
animals are able to do wdth less than their normal mineral require- 
ments, and nevertheless function sufficiently well to support noi'iuaJ 
increase in body weight and size. 

This idea explains the apparent anomaly encountered in the 
(xperiment under discussion. The control calves, although receiving 
u phosphorus deficient diet, had not reached the “ critical j)oint 
at weaning age, and therefore, showed no externally determinable 
symptoms of the deficiency, which, when removed by subsequent 
bonemeal feeding, allowed the animals to huild up the functional 
abnormalities back to normal by the time they were 480 days old. 

It must be remembered, however, that the calves of both 
experimental groups were born out of bonemeal fed cows, and 
received, through the milk of their dams, quite an appreciable 
amount of available phosphates, up to weaning age. 

On the average each (!alf of the bonemeal gmu]) received 1,251 
Ib. of milk during the 210 day period over which the production 
of its dam was recoided. Tlie control calves each received on the 
average 1,288 lb. of milk. The difference of 37 lb. per calf between 
the 2 groups is insignificant. Even if the difference was significant 
it would be in favour of the control group. 

Groeiiewald (1934) gives an average of 0*221 per cent, of total 
PjOa in bovine milk. Applying this figure to tlie average milk 
intake of all the calves born out of bonemeal fed (;ow^s, that is ‘to 
1,267 lb., we find that each calf received on the average 1,258 
grammes of total in 210 days or 6 00 grammes jier head per day. 

This amount, together wTth whatever available PjOg they 
(obtained through their grazing, was apparently sufficient for the 
control group to maintain normal conformational development, and 
to maintain functional efficiency, above the “ critical point ” up 
to 270 days of age. 
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The two groups of calves ran together in the same paddocks and 
received the same amounts of milk. Therefore the fact tliat the 
1x)nemeal calves were both conformationally and functionally 
normal, while the control calves, though confomationally normal, 
were functionally subnormal, can only be attributed to the extra 
phosphates which the former group received from their supplement. 
The phosphorus deficiency in the controls was not sufficiently acute 
to manifest itself conformationally. 

So far we have compared grouxw of calves born of boiiemeal 
fed cows, and which received the same average amount of milk from 
their dams. Let us next compare the control group of calves, in 
the test under discussion, with a group of otherwise comparable 
animals, but born out of non-bonemeal fed cows. To distinguish 
the two groups, the former will be referred to as the “ boiiemeal 
control group ’’ and the latter as the “ straight control group 
The data for this latter group have been obtained from the records 
of other experiments, conducted at “ Armoedsvlakte No heifer 
calves and only 3 tollies were found, vvliich were fully comparable 
to the “ honemeal control ” calves, and therefore Table No. (5 givc^ 
the data of these 3 tollies against that of the 4 toillies in the 
“ honemeal control ” group. (*) 

The table is divided into sections. In Section I, the weights 
for each of the honemeal control calves are given monthly from 
birth until the end of the test. Below these weight figures, are 
found the average daily amounts of milk each calf obtained from 
its dam, during the preceding month. Because milk recording at 
“ Armoedsvlakte ” takes place only for 210 days, only 7 milk 
averages are given. 

Section TI gives similar data for the “ straight (*ontrol ’’ group. 
In Section III, the actual differences in body weight and in milk 
supply between the two groups, are given in the first and third, and 
in the second and fourth horizontal lines; these differences arc 
given as percentages of the straight (*ontro>l figures. Sigiiificanl 
percentage differences are shown in thick print and the degree ol 
significance indicated in the usual manner. 

Section No. Ill of Table No. (j, shows that at birth the 
“ honemeal control ” calves, weighed on the average 7 Ih. more than 
the “ straight control ’’ calves. This difference is not significant; 
in fact Du Toit and Bisschop (1929) found, when w(>rking with a 
much larger number of grade Redpoll calves, that the difference 


(^) Explanatory Note by the IStatintician . — The small number of animals iii 
each group, is a serious objection, since the co-efficient of variation tends to 
be higher than that of large groups. The statistical test of significance requires 
that the differences between small groups have, in any case, to be much 
ginater than between large groups, but when coupled with a high coefficient 
of variation these differences have to be even larger. The lack ot significance 
in the very large percentage differences in the last horizontal line or Section 
Hi of Table No. 6 may be explained on this basis. Small groups therefore lead 
to fewer significant differences, but it should be noted that the power of the 
statistical analysis is such that the significant differences that are obtained, 
may be accepted with the same measure of confidence, attributed to differences 
between larger groups. 
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between calves of boneineal fed and uon-bonenieal fed cows, at Jiirtli 
to be only 1*9 lb., the respective average weights being 69*2 lb. 
and 67 -3 lb. They further found that where similar figures were 
worked out for four different breeds, the respective average birth 
weight for calves of boneineal fed cows was 68-8 lb., and for calves 
of non-bonenieal fed cows 68*1 lb. — a difference of only 0*7 lb. 

In the table under discussion, the insignificant difference in 
live weight at birth soon became significant and increased until at 
weaning age the “ boneineal control ” ca/lves weighed 53 lb, or 
20*95 per cent, more than the “ straight control calves. At 16 
months of age this difference had increased to 159 lb., or 38*41 ])er 
cent. 


In terms of live weight, therefore, the development of the 
“ straight control calves was subnormal w’hen compared with the 
developmeni of the boneineal control ’’ calves. 

It nia.N , however, he argued that the ever-iiicieasing differences 
in live weight between the two groujis, were the result of the initial 
<liiference at birth. In Section No. IV, all the weights have been 
corrected for the birth difference. [According to K. A. Fishers 
(1936,) “ Analysis of co-variance technique ”.| If now the actual 
difference in live weight between the 2 groups were but manifes- 
tations of the difference whicdi existed at birth, all significant 
differences should disap]K*ar in Section TV. This does not happen, 
and it is permitted to conclude, that the difference in weight at 
birth w'lis not the (*ause of the marked differences later on in life. 

Wlial then caused the marked difference in body w’eiglits between 
ibe two groujis? 

In Section No. V of Table No. 6 the weights of the tw^o groups 
of calves, have lieeii corrected for difference in average milk intake 
^accordini*' to R. A. Fishers’ 1936 Analysis of <*o-variaiice 
technique and it will be noticed that all nignifiamt differences 
note fall awai/. This proves, that the differem^es in live weights 
between the “boneineal control ” and “ straight control ’’ groups 
were caused by the difference in the amounts of milk, which they 
got from their dams. 

Green (1926), Becker, Eckles and Palmer (1927), Groenewald 
(1934) and otheis, have showm that, with the exception of fat, the 
jiercentage of wdiich is inversely proportional to the amount of milk 
jiroduced, there is no significant difference in the chemical analysis 
of the milk of phosphorus fed and non-phosphorus fed cows. The 
difference in body weights between the “ boneraeal control ’’ and 
“ straight control ” calves must therefore be attributed to the straight 
quantitative, and not also to the qualitative difference of their milk 
intake. 

The average milk intake of the four “ bonemeal control “ tollies 
which appear in Table No. 6, amounted to 1,278 lb. in 210 days. The 
three “straight control'' calves, each received 782 lb. during the 
same period : a difference of 496 lb., or 63*4 per cent, of the average 
“ straight control ” figure. 
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We have seen that both the “ bonemeal ” and bonemeal control 
calves were born out of bonemeal fed cows. On the average they all 
got 1,267 lb. of milk in 210 days. This milk intake enabled them 
to develoi) normally and equally in terms of body weights and body 
measurenicnts. Functionally, however, the ‘‘ bonemeal control 
calves were subnormal until they also received a bonemeal supple- 
ment, but their fumtional efficiency never fell to below the 
** critical point In them an intake of 1,267 lb. of milk over 210 
days, prevented functional efficiency from becoming so depressed as 
to produce conformational effects, in the “ straight control calves, 
the very low milk ijitake depressed functional efficiency to below the 
critical jmint ’’ during the pre-weaning period, and resulted 
( onformationally in subnormal body wi'ights very early in life. In 
the comparison between “ bonemeal ” and “ bonemeal control " 
calves, the diffeience in functional efficiency was definitely due to 
the ditfeience in P 2 O- intake. As shown, this amounted to about 
12 grammes of available PaO^ per calf per day in favour of the 
‘ bonemeal group. In the comparison of the “ hmieineal control ” 
and “ straight control ’’ groups, the subnormal body weights (»f 
the latter were not due only to a lesser P 2 O-, intake. Applying 
composition figures given by Davis (1986) and Groenewald (1934), 
the 496 lb. milk intake difference betwen the two groups, amounted 
to a dift‘erem*e per calf per day of 2-3 grammes of PoG;,' grammes 
of protein and 13o grammes of carbohydrates, apart from differences 
in other food constituents, 

Graph Ko. 1 gives cuives tor the average body weights of the 
two groups from birth to 7 months of age, and for the average 
a(*(*umulative amounts of milk the calves received from month to 
month over the same period. 

The graph illustrates quite definitely how the weight curves 
follow the milk curves. 

t 

If we make a closer study of Sections I and II of Table No. 6 
we find that in general, weight reacts to milk intake to a marked 
degree. For example, calf No. 6714 weighed 66 lb. at birth, while 
calf No. 6742 weighed 81 lb. For the first 3 months the latter 
received more milk tliaii the former and more than maintained its 
advantage in weight. From the fourth to the seventh month the 
milk intake of No. 6742 dropped to below^ that of No. 6714, the live 
weights of whicli progressively approached those of No. 6742, and 
passed them from the 7t]i month, onwards. In the table this same 

f phenomenon occurs between any tw^o animals which commence their 
ife with diffeient amounts of milk, and , where the one, which 
received Iho lesser amount to start off with, rei^eives the larger 
amount during the latter part of the pre-weaning period. When in 
the comparison of any two animals in the Table, the milk supply 
of one remains higher than that of the other throughout the pre- 
weaning period, the body weights will show the same relationship. 
A comparison for example between Nos. 6714 and 6748, which had 
similar birth weights, illustrates the latter point. 
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Summary. 

Tlie resulis are piesrnied oi’ an e\}a»ninpnt to UMTitain uljptlipr 
a iT^ular supjdeiiipni ot boiieiueal f^nen to calves uj) to \\eaninj** af»e 
would be beneficial to tlieii ^routb and developiuent, in coinpaiison 
with a compuialde j»Toup of calves T\liicli received ih» boneineal up 
to weaniiif?. From \\eaninfi: onwards, Iwtb gix)up8 rcceiNod the same 
supplement. The avere^e milk intake tor the groups was the same. 
All the calves were ^\eighed and measured every JlO da\s from birth 
until the conclusion ot the lest at 480 days ot age. The\ u'^re testi'd 
for osteophagia at fortnightly intervals and a blood-sample for 
inorganic blood phosjdioins deteimination nas collected liom ea<h 
calf at approximately nlontll'l,^ intervals. 

The results are compared \nith data w^hich nere ((dlecded on 
(‘omparable calves, not included in the experiment. They uere born 
out of cows wliich received no boneineal supplement and tlierefoie 
gave to their calves, on the average 490 lb. less milk than (lid the 
bonemcal fed dams of the calves in the experiment. This comparison 
demonstrates the effect of a decreased milk intake u])oij gjowtli and 
development. 
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Conclusions. 

(rf) Under open raiijfe conditions in Bechuanaland, the 
qnantitave milk intake of a calf duriii^^ its pre-weaniiig period of 
life, determines its body or conformational development. 

(If) In general, boiiemcal fed cows, living under open range 
conditions in Hechuanaland supply their calves with sufficient milk 
for normal (levelo})ment up to weaning age. 

(r) In Bechuanaland, cows which receive no phospliojus supple- 
ment, do not as a rule supply their calves with sufficient milk for 
normal development up to weaning age. 

(d) Altliough the milk supply of cows receiving a phosphorus 
supplement is as a rule sufficient for Ihe normal conformational 
development of their calves, such calves nevertheless are functionally 
subnormal as indicated by low inorganic jdiosphoruB in their blood. 

(e) This phosphorus deficiency can be cjorrected by feeding 
phosphates prior to weaning. 

(/) Such a supplement prior to weaning, however, is not 
necessajy, if the calves receive the necessary phosphates from 
weaning onwards. 

(y) ^ point, skeletons of growing (*alves are able to do 

with less than their normal mineral requirements, and nevertheless 
function sufficiently well to support normal increase in body 'weight 
and body size. 

(h) The “ critical point ’’ is not reached prior to weaning age 
in the calves of boncmeal fed cows, and therefore such calves, 
although functionally subnormal, are conformationally normal. 

(t) In the calves of non-pjiosphorus fed cows this “ critical 
point ” is reached prior to weaning. Such calves are both 
functionally and conformationally subnormal. 
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Alkali Poisoning. 


By DOUW (i. STKYN, Section of Pharmacology and Toxicology, 

Omlerstepoort. 


I. Weak Alkalis (Sodium Bicakuonate and Sodium Carbonate). 

Kobert (1900) states that sodium hic*arl>onate raises the alkalinity 
of the tissue fluids and enhances the oxidation processes in the body. 
Ingestion of excessive quantities of sodium bicarbonate causes 
dilatation of the stomach, anorexia and anaemia. 

Fridiner (1919) repoits that a cow which had received 800-900 grn. 
of sodium carbonate aborted, groaned and bellowed, and had to be 
slaughtered, and that 10-15 gm. of potassium caibonate is fatal for 
the dog (heart failure and collap^e). Dogs fed daily with 15 gm. 
of sodium biciarbonate for weeks showed vomiting, diarrhoea and 
loss in condition (Frdhner, 1919). lie also states that two horses 
which ate sodium carbonate from bags took ill with severe colic, 
profuse diarrhoea, continuous coma, stomatitis and swelling of the 
lips. 

Beid (1921) describes sodium carbonate poisoning in sheep due 
to the drinking of effluents from da'iy factories. The symptoms were 
staggering gait and hurried res] drat ions. The animals soon lay down 
and died. The following were the post mortem appearances: 
Hyperaemia of the subcutaneous tissues, imperfect clotting of the 
blood, hyperaemia of the small intestines with subserous 
haemorrhages, slight congestion of the liver, in very acute cases the 
abomasum was filled wdth dark, blood-stained, fluid contents, intense 
hyperaemia of abomasal mucosa with haemorrhages. 

Heller and Larwood (1930) conducted experiments upon rats 
and other small animals with single salts and also mixtures of 
calcium chloride, calcium sulphate, sodium bicarbonate, and 
magnesium sulphate. Drinking water containing 20,000 parts of 
sodium carbonate per million parts (i.e. a 2 per cent, aqueous 
solution) was found to be decidedly deleterious and reproduction was 
interfered with at quite low levels. Sodium bicarbonate proved to 
be less injurious. In subsequent experiments upon rats Ueller (1932 
and 1933) established that drinking water containing 1 per cent. 
(10,000 p.p.m.) of sodium carbonate resulted in unsatisfactory growth 
of the offspring, while a 1'9 per cent, solution caused a rough 
coat, red eyes, and diarrhoea in mature rats and a very high 
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mortality in tlieir young. A 1*5 per cent, solution of sodium 
bicarbonate caused undersissed adults and impeded growth in their 
offspring, while there were unsatisfactory growth and appearaiuie 
with 2 per cent, solutions. Experimenting with 0-5 and TO per 
cent, aqueous solutions of caustic soda (NaOH) he found practically 
normal growth wdth the former solution, the latter causing retarded 
growth, “ dirty animals ”, marked nervousness, sore eyes and 
diarrhoea. 

Linton and Wilson refer to sodium bicarbonate poisoning 

in pigs due to the feeding of “ Flour sweepings ” containing dd*7 per 
cent, of this alkali. The symptoms seen were excessive thirst, 
animals api>eared to be in j)aiu, stood w'ith their heads lowered and 
oblivioiis to their surroundings and staggered on their front legs. 
Only one ])ig died after the sweepings were removed and milk given. 
Autojjsy revealed inflammation of the stomach. Linton further- 
more describes alkali poisoning in pigs through accidental 
discharging into their milk of the alkali used for (deansing the milk 
utensils. 

Some time ago the author received for analysis a certain 
proprietary “ scouring powder ”, which was being sold as a 
cleansing agent for kitchen utensils. Pigs had died after their 
troughs had been scoured with it. Four grams of Ibis strongly 
alkaline powder caused death in rabbits wdthin a few’ hours. This 
is one of the many cases in which a virulent poison is labelled 
non-poisonous. 

Witter (193G) added sodium bicarbonate to the drinking wafer 
of chicks and found that: “(1) Sodium bicarbonate given in the 
drinking water in the usual dosage (J lb. to 5 gallons or 0 0 per cent, 
solution) caused (diit^ks to drink more w’ater than normal and produce 
moist droppings. Chicks tw^o weeks old developed pale and swollen 
kidneys from this dosage, but chicks three weeks old and older were 
not noticeably injured. (2) A dopble dose (1*2 per cent, solution) 
of soda caused chicks to drink more wafer than those fed the O f) per 
cent, solution and produced watery dro})pingH. (thicks two to eight 
weeks old were seriously injured by this dosage within one to three 
days and deaths occurred within this time. (3) Tw^o and four-tenths 
per cent, solution of soda reduced water consumiition below' normal 
for chicks under four weeks of age. The injurious effects of this 
dosage were noted within a day and deaths occurred within three 
days. (4) Mature cockerels were injured with a 2*4 per cent, 
solution of soda, but were not affected by a 1*2 per cent, solution. 
It was apparent throughout the project that the younger the (diicks 
the more susceptible t^y were to soda injury. (5) Kidneys from 
chicks affected by feeding soda became pale, swollen and engorged 
with urates. The kidney tubules showed depnerative and exudative 
changes indicating severe injuij. (6) Chicks affected by feeding 
soda showed an increase in kidney weight, and an increase of 
approximately four times in uric acid per gram of kidney and in 
uric acid in the blood He found the injury caused by feeciing 
sodium bicarbonate to chicks similar to the pathology and blood 
chemistry changes present in visceral gout. Two w'eeks old chicks 
consumed " fitrnr 4f5 to 413 c.c. of ** normal water ” daily. 
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Carbonates, bieurbonates and caustic soda tend to cause 
alkalinity of the gastrointestinal juices and of Ibe blood and tissue 
fluids (change in pU), consequently the continued drinking of 
alkaline waters and the constant taking of alkaline waters and the 
constant taking of alkaline powders will lead to serious digestive 
and other disturbances. Carbonates are more harmful than 
bicarbonates. 

Cope (193(i) draws attention to tlie fact that the constant use 
of alkaline stomach powders by individuals suffering from chronic, 
gastric hyj)eracidity may have serious consequences. These jxovders 
generally contain calcium carbonate, magnesium carbonate. 
Ijismuih oxycarlinnate, and sodium bicarbonate. lie states that the 
f(dlov\ing symptoms may aiise in the course of lime when alkaline 
powders aie taken over long periods: Loss of appetite; slight 
vomiting; iiritabilily ; thoughtlessness; unreasonal leness ; dipjession; 
vague headaches and muscle jiaius; red and inflamed conjunctiva 
(sore eyes); “ vision may he slightly blurred, but is as a rule not 
interfered with*’; in some cases the patient himself complains 
about increasing impairment of mental efficiency; the sl^eletal 
mus(*les are sometimes abnormally excitable lo direct percussion; 
polyuria is usual, but sometimes the urine volume is reduced below 
normal; the urine is nnwily alkaline and always contains albumin; 
finally there may be coma. The rapidity with which these 
successive stages are passed through varies considerably — from 
a few days to weeks. Cope states that “ very characteristic of all 
conditions of this type in wdiich the body contains excess alkali is 
the extremely low concentration of chloride in the urine. This 
may he very 8iiii|)]y demonstrated l y the addition of nitric* ac id and 
a small (juantity (»f silver nitrate solution.’* According to ('ope the 
following points are of importance in the diagnosis of alkali 
poisoning: (1) The sym])toins. (2) The picsence of allniinen in 
the urine. (3) Low concentration of c’hloride in tlie urine. (4) “ An 
alkaline reaction of the urine with ettervescence on the addition of 
acid is of no diagnostic value as it is frequently found in ])erson8 
taking considerable quantities of alkali in the complete absence 
of all toxic symptoms.” (5) Blood analysis: (a) Estimation of 
plasma carlmnate or alkali reserve is the most c*ertain of inter 
pretation ” — a rise above 80 volumes per cent, is practically 
diagnostic of alkali poisoning. (6) ** It would seem to be a sale 
general rule, however, to regard all suspected cases showiujf a rise 
in blood urea of about 80 mg. per cent, as cases of alkali poisoning, 
unless an independent cause for the high value can he definitely 
found,’’ As treatment he recommends : (1) Removal of the alkaline 
powders. Alkali sensitive individuals should take di-sodium 
phosphate or perhaps hydrated magnesiuin silicate. (2) Admini- 
stration of sodium chloride per recfvm> facilitates the excretion of 
bicarbonate. (3) Ammonium chloride can be given as an acidifying 
agent, but it must be used with care as in all cases of alkali 

f oisoning the kidneys are severely damaged and acidosis may result, 
t is essential that the urine be examined at frequent intervals. 

In experiments upon themselves^ Joos and Mecke (1934) found 
that after the administration of sodium bicarbonate there is (1) a 
marked increase in the sodium content of the blood serum, (2) a 
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slow fall iu the msignesium content, (3) a pronounced and sudden 
fall in the calcium content, (4) a quick fall in the cliloride content, 
and (5) a slow fall in the phosphorus content of the blood serum. 

Little (1937) des(‘Tibes a simple method of estimating the alkaline 
constituents of washing powders and washing solutions containing 
mixed alkalies. 

The taking of too much alkaline stomach powders has resulted 
in a serious state of alkalosis (Davies, 1939). 

II. Caustic Alkalis (Caustic Soda and Caustic Potash). 

A. On denote poort Experiments, 

Some time ago a specimen consisting of a fairly dark-brown, 
semi-coagulated, jelly-like fluid was submitted by the Government 
Veterinary Officer, Greytown, Natal, to Onderstepoort for analysis. 
It was stated that it was a specimen of milk which had turned 
this colour when placed on the stove to boil. The specimen was 
submitted in an air-tight fruit jar and was about eight days old 
when examined. It emitted a very pronounced alkaline odour, was 
slimy and jellylike, and yielded a marked alkaline reaction with 
litmus paper. It was impossible to ascertain the degree of alkalinity 
by means of titration as the filtrate was dark-brown in colour and 
could not be decolorised with charcoal. It was then decided to 
determine the sodium content of the specimen. This was found to 
be far in excess of the sodium content of normal milk. 

The following rabbits were drenched by means of a stomach 
tube with the above specimen: — 

Rablnt A (2 0 Ky.): 100 c.o. on 7/7/38. 

Within five minutes after drenching pronounced laboured 
breathing set in, the animal breathing through its mmith. General 
weakness (paresis) followed soon and the animal was unable to sit 
up or hold its head up. Muscular twitehings were seen on different 
parts of the body. The heart-action was very much accelerated 
and weak in the beginning and became progressively weaker until 
it was imperceptible a short while before death. The animal died 
within ten minutes after the development of symptoms. A few 
minutes before death occurred the animal becapie completely 
paralysed, was comatose and lay prostrate with the head drawn 
backwards. It died with terrific convulsions (jumping about in the 
cage) of the whole body. These were probably due to asphyxia. 

Post mortem appearances : General cyanosis ; pronounced 
hyperaemia of the lungs, liver and kidneys; pronounced dilatation 
of both heart ventricles; pronounced hyperaemia and sliminess of 
the gastric mucosa; contents of small intestine very slimy. 

Rabbit B (2 0 Kg,)\ 60 c.c. on T/7/38. 

Symptoms very similar to those described above set in within 
ten minutes after drenching. The only difference in the 

350 ' 



D. G. ST£YN. 


symptomatology was that there were no muscular twitchings and 
that the animal died quietly in a state of paralysis and coma. Death 
occurred approximately twenty minutes after drenching. 

Post mortem appearances: Very similar to those described in 
rabbit A with haemorrhages in the gastric mucosa. 

The following three experiments (specimens 1, 2 and 3) were 
then conducted : — 

Specimen (1) : 

Four grams of granular caustic soda were added to 200 c.c. of 
fresh cow’s milk. A light yellow colour appeared almost 
immediately. It soon became more intensely yellow and then 
developed a brownish colour as the temperature of the milk was 
raised by means of a gas-flame. As the temperature of the milk 
rose it became dark yellow-brown and when it was boiling it turned 
a dark reddish-brown colour. Between 50® and 70® the milk jellified 
and became fluid again before it boiled. It emitted a pronounced 
alkaline odour. 


Specimen (2) : 

Twenty grams of granular caustic soda were added to 200 c.c* 
of fresh cow’s milk and boiled for two minutes. The milk showed 
the same changes as those described under (1) ; the changes in colour 
took place more rapidly and the colours were more intense. The 
cooled specimen was then placed in an air-tight fruit jar and was 
drenched to two rabbits seven weeks later. 


Rahhit A (1-9 Kg.): 50 c.c. on 14/9/38. 

The animal developed dyspnoea and apathy within a few 
minutes after drenching. After having shown loss of appetite for 
a day it appeared normal again. 


Rabbit B (1-95 Kg.): 100 c.c. on 14/9/38. 

Symptoms more pronounced than those described in Babbit A 
set in within five minutes after drenching. The animal appeared 
normal after twenty-four hours. 


Specimen (3) : 

Forty grams of caustic soda were added to 200 c.c. of fresh 
cow’s milk and boiled for two minutes. The results of the addition 
of caustic soda and boiling were similar but more pronounced 
than those described under (2). The appearance, colour and odour 
of this specimen of milk were identical with those of the specimen 
submitted by the Government Veterinary Officer, Grey town. Two 
rabbits were drenched with specimen (3) after it had been kept for 
seven weeks in an air-tight fruit jar. 
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Rabbit C (1-25 Kg.): 50 c.c. on 14/9/38. 

The only symptoms the animal showed were transitory laboured 
respiration and loss of appetite. 


Rabbit 1) (1-65 Kg.): 100 c.o. oo 14 9/:lS. 

Laboured respiration set in within a few minutes after 
drenching. There were violent intestinal movements within thirty 
minutes. After having shown pionounued apathy, loss of appetite, 
accelerated heart-action and after having passed dark l)rown urine 
for two days the animal appeared normal again. 

The slight toxicity of specimens (2) and (3) was thouglit to lx* 
due to the fact that they had stood too long (seven weeks) before 
being drenched. A further three specimens (4, 5 and 0) of milk 
were then treated with caustic soda, boiled for two minutes and 
left standing for eight days in air-tight fruit jars. The changes 
in the milk were the same as those noted before. On cooling the 
specimens jellified. 


Spevimen (4) : 

Twenty grams of granular caustic soda were added to 200 c.c. 
of fresh cow’s milk. After standing for eight days the specimen 
was dark brown in colour and had a jellylike appearance and was 
slimy. It emitted a pronounced alkaline odour and smelt very 
strongly of ammonia. It was drenched to two rabbits: — 


Rabbit E (0*9 Kg.) : 50 gia. in a small quantity of water on 23/9/38. 

The animal retched and vomited within ^a few* minutes after 
drenching, and died within a furtjier two minutes. 

Eost mortem appearances : Most pronounced hyperaemia of 
gastric; mucosa with partial dissolution (slimy appearance of the 
mucosa; similar changes in the small intestine; pronounced 
congestion of the liver; a fair quantity t)f vomitus in the lungs. 


Rabbit F (1*7 Kg.): 100 c.c. with a small quantity of water on 
23/9/38. 

Symptoms identical with those described in Rabbit A, wduch 
was cirenched with the specimen submitted by the Government 
Veterinary Officer, Gj-eytown, developed within three minutes after 
drenching. After a further ten minutes the animal retched, vomited 
^aild died soon afterwards. 

j' 

' Pott mortem appearances: Gastric wall dark reddish-brown in 
colour and almost completely dissolved (very slimy) ; mucosa of small 
intestine dark reddish-brown and slimy (partial dissolution); 
pronounced hyperaemia of the liver; no vomitus in lungs. 
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Speaivivn (5 ) : 

Forty »iauis of caustic soda were added to 200 c.c. of fresh cowV 
milk. After eig*ht days appearance and odour of this specimen were 
the same as those of specimen (4). The colour was dark yellowish- 
hrown. The following? rabbits were drenched with it: — 


Rabbit G (1*25 Kfj,): 50 c.c, with a nnall quantity of water on 
23/9/38. 

The symptoms resembled those described in Tlubbit F. The 
auima] vomited and died within ten minutes after dosage. 

Post mortem, appearances : As in Itabbit F, only more 
pronounced. Jfo vomitus in luii«^s. 


Kabbil //. (l-Oo K(f.): 1(10 r.r. with a small quantify of water on 
23/9/38. 

Symptoms as described in llabbit F appeared within a few 
minutes and death occurred within ten minut(‘s after dr(3nchinj>‘. 
Post mortem, appearances : As in Kabbit G. The gastric wall was 
almost completely dissolved and showed a rupture. 

Specimen 0: 

Sixty grams of caustic soda were added to 200 c.c. of fresh 
cow's milk. After eight days the c(dour, appearance and odour 
(alkaline and ammonia) W'ere identic:al wdth those described under 
specimen (5). 

Tliis specimen was not dosed to rabbits as specimens (4) and (5) 
had yielded positive results. 

In considering the toxicity of milk to which caustic alkalis wTre 
added it should be realised that there are two different kinds of 
poisons nreseiit, namely, the caustic alkali and decomposition 
products caused by the action of the alkali on some of the 
constituents of the milk, especially the protein. That the alkali 
causes ])ronounced destruction of the protein in the milk is evident 
from the ])ungt*ni ammonia odour which is emitted after a few’ days. 
Toxic amines are probably also formed. It a|)pears that the toxicity 
of caustic alkali milk decreases in the course of time. The ammonia 
odour which was not pungent after eight days decreased and 
eventually disajipeared. 

On an earlier occasion three groups of four rabbits (‘ach were 
drenched with l'(l (Group I), 2*0 (Group II) and 5 (Group 111) 
per cent, aqueous solutions of caustic soda respectively. The tw*o 
rabbits (Gi\)up 1) which received 40 c.c. of a 1*0 per cent, solution 
developed no symptoms beyond transient loss of appetite. Those 
two animals of Grouu I wdiich were drenched with 80 c.c. died 
within forty hours. In Group TI tw^o rabbits received 40 c.c. and 
the remaining two 80 c.c. of a 2 0 per cent, solution of caustic soda. 
They died from within twenty to thirty hours after drenching. The 
two rabbits in Group III which received 40 (;.c. of a 5*0 per cent, 
solution of caustic soda developed symptoms within a few^ minutes. 
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One of these rabbits vomited and died within one-and«a-half hours 
after drenching, whilst the other one lived for approximately thirty 
hours. The remaining two rabbits of Group 111 which received 
80 c.c. of a 6*0 per cent, caustic soda solution died within three 
hours. 

The symptoms and post mortem appearances closely resembled 
those described below under IJ (B). Even wiili SO c.c. of a 1*0 per 
cent, solution of caustic soda thej'e was pronounced dissolution 
(corrosion) of the gastric mucosa and wall. In one of the^e cases 
the gastric wall was almost perforated in two places. The remaining 
portion of the internal surface of the stomach wall was very slimy 
and intensely dark (dirty) reddish-brown (alkali huematin). With 
higher concentrations of caustic; soda the lesions were iuu(*h more 
pronounced. 

B. Mode of Action, Toxicity and Symptoms of Caustic Alhalis. 

Caustic alkalis dissolve the epithelium and form soluble alkali 
albuminates when coming into contact w’ith proteins (skin and 
mucous menibi.iiies). The mucous membrane and skin becomes 
oedematoiis, transparent, and soapy, and the corroded area becomes 
necrotic, soft and ^limy. If blood vessels have been corroded by 
the alkali the affected surface may bleed and alkali haemal in is 
formed. In such cases the colour of the affected area may be 
reddish-brown, black brown (rare) or often bright red (excessive 
haemorrhage). In the course of time the colour changes to greyish- 
white — in dilute solutions within 1-2 hours and in concentrated 
solutions after longer periods. 

Acute alkali poisoning facilitates the deposition of cal(‘i\im in 
the bone system, hence the blood and tissues are deficient in this 
element (Rentz, 1933; Kenvis, 1935). 

Histologic changes in the parenchymatous organs in cases of 
alkali poisoning have been deifcribed by Jankovicb, Tncze and 
Fazekas (Fazekas, 1937), but unfortunately the publication is not 
obtainable in South Africa. Fazekas (1937) drenched different 
groups of rabbits with 1, 2, 3, 5 and 10 per cent, solutions of caustic 
soda, the animals receiving 0*5, 0*75, 1*26, 1-5, 2*25 and 2*5 gm. 
NaOH after one day starvation. The following changes were noted 
in the blood (diemistry of the animals: — (1) A disturbance of the 
glucose metabolism in the form of hyperglycaemia. *(2) A pronounced 
increase in the inorganic phosphorus content of the total blood. 
(3) A decrease in the serum calcium. (4) A moderate decrease in 
senim chlorine. (5) A slight increase in serum sodium. (6) Definite 
acidosis in the fonn of a decrease in serum alkali reserve. 

The degree of corrosion caused by caustic alkali depends upon : 
(1) Their concentration. (2) The quantity swallowed. (3) I^ength 
of period of action. (4) Quantity of food present in the stomach 
and intestine. (6) The resistance of the tissues isoncerned. Solutions 
of caustic alkalis under 1*0 per cent, do not as a rule cause fatal 
corrosion but mostly only inflammation of the mucous membranes. 
More concentrated solutions and especially solid pieces of alkali 
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frequently cause severe corrosion and even perforation of mucous 
membranes and of tlie stomach wall. When solutions of caustic 
alkali are thrown in the face it may be aspijated and fatal 
pneumonia may result. 

Balasz (1934) states that 2,134 cases of alkali i)oisoninjn* were 
treated in the Budapest hospital from 1924-1933. Most ot these 
cases were suicidal. lie gives a (fetailed descriidion of the symptoms 
in alkali poisoning. 

The following symptoms are seen in cases where solutions oi 
caustic alkalis of IIJ jier (‘eiit. and higher concentrations are 
swallowed: — The lips are swollen in almost all cases of alkali 
poisoning. This is dilferential-diagnostically of great value in 
comparison with a<‘id poisoning. Vei^ scveic j)ain in all the organs 
v\ifli wliich the sdiitioii comes into contact. Bain is es])eciall> 
exj)erien(*.ed in the sternal region and in the back due to oesophagitis 
and p(‘rioesoj)hagitis. On the first day there are stomach pains in 
the cardiac and epigastric regions. There are hiccoughs - and 
vomiting. The vomitus may be mucoid, slipper> and reddish-brown 
or almost black with alkali haematin or it may be bright red when 
excessve bleeding occurs. When necrotic material is })iesent it has 
a very bad odour. There is difficulty in swallowing which may be 
due to pain, 8j)aRm8, an acute, transitory, reflex paralysis, or 
paralysis due to direct alkali action on the soft ])alate or oeso])hagenl 
musculature, swelling* of the oesophageal miicous membrane, 
mechanical blocking* of the oesophagus by ne(*rotic mm*ous 
membranes, food, or due to fibrosis of the mmscles of deglutition. 
The resjnration is a(‘(*elerated and in bad cases the ]>ulse is slow 
and small (sho(*k) in the beginning, but eventually it ))e('omes 
accelerated in most cas6»s. Pnigiiost ically a fast pulse is unfavourable 
as it indicates <*omplications which are described below. The blood 
pre>sure is in most cases low. The reflexes are generally im reased. 
The pupils are dilated in bad <*.ases. Patients are mostly quite 
<',ons(*ious and convulsions occur very rarely. The skin is mostly 
pale but in laryngeal lesions it is cyanotic. In the course of time 
the face turns red when fever appears as a result of complications. 
In very serious cases death occurs in a few hours with ’<i subnormal 
temperature. Diarrhoea and bloody faeces are rare and only occurs 
when there is severe corrosion of the duodenum and jejuninii. The 
urine need not necessarily be alkaline and is sometimes acid in 
serious fatal cases. An alkaline reaction of the urine often sets 
in a few hours after poi.soning but is transitory. ^Phere is protein 
in the urine in serious cases and often also acetone due to inanition 
or to decomposition of protein. 

The direct causes of death in alkali poisoning may be shock, 
collapse, glottis oedema, pneumonia, exhaustion, perforation, 
haemorrhage, mediastinitis, pericarditis and (or) peritonitis without 
perforation. The maximum numli-er of fatalities fall within the 
first three days and on the eighth to tenth days according to Balasz 
(1IW4). The shortest period within which death occurred from alkali 
poisoning was two hours. 
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The following complications may follow the swallowing of 
caustic alkalis: — (1) Stenosis of the oesophagus, pylorus and small 
intestine. (2) Leschke (1932) states that cancer of the stomach may 
develop in some cases. (3) Inflammatory and purulent phlegmones 
of the oesophagus and the stomach which may pass over on to the 
adjoining organs resulting in pleuritis, pericarditis and peritonitis. 
(4) Extensive internal haemorrhage due to corrosion of large blood 
vessels. This is rare in com pariso# with extensive bleeding in cases 
of parenchymatous haemorrhage. (5) Abortion is rare. 
(6) Perforation of the oesophagus, stomach wall and (or) intestinal 
wall resulting in phlegmones, perioesophagitis, pneumonia, 
pericarditis, pleuritis and peritonitis. (7) Pronounced glottis oedema 
necessitating tiucheoiomy. (S) Toxit; (‘llects on the <!cail cLa* 1o 
absorption of decomposition j)roduct8 from necrotic tissues. 
(9) Shock and c^ollapse. (Frdhner, 1919; Lander, 1923; Lewin, 1929; 
Van Itallie and Ilylsnia, 1930; Glaister, 1931; Leschke, 1932 and 
1934; Kentz, 1933; Fazekas, 1934 and 1937; llalasz, 1934; Schian/, 
1934; Smith and Cook, 1934; Renvis, 1935.) 

The following table is compiled from information supplied in 
Halasz’s (1934) publication and is of great value in dift'eren tinting 
between acid and alkali poisoning: — 

Acids, Caustic Al halts, 

1. Coagulate protein of tissues 1. Dissolve tissue ])rotein and 
and partly prevent further enhances fuilber corrosion, 
corrosion. 

2. (Vust is hard, 2. Lesion is soft, transpaient 

and slimy (moist). If 
corrosion' is severe the area 
may be reddish-brown or 

bright-red. 

* 

3. Very little or no oedema. • 3. Pronounced, jellylike oedema. 

4. Lips rarely swollen. 4. Tiips almost always sw^ollen. 

5. Infections are more frequent 
in alkali poisoning as the 
lesions are more favourable 
for bacterial growth. Hence 
perioesophagitis and medias- 
tinitis with perforation are 
more frequent in alkali than 
in acid poisoning. 

The symptoms of alkali poisoning in animals are similar to those 
described in niiman beings. 

C. Post Mortem Appearances, 

These depend upon the concentration and quantity of alkali 
swallowed and are evident from the description of the Byinptoms. 
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1). Ihtection of CnusUc Soda. 

Reaction of speeiineii is strongly alkaline. Vomit is the best 
specimen for analysis, anti also stoniaeh (.‘ontents in cases where no 
chemical antidotes were administered. The specimen, if fluid, 
should he concentrated by evaporation and then extracted with 
absolute alcohol and filtered. The filtrate is then evaporated to 
dryness and tested for the alkali suspected. The dialysis method 
v.o\\](] also be used. In protracted cases it is difiicult and often 
impossible to detect the alkali which caused the poisoning. 

E. Treatment of Alkali Poisoiittiff. 

Tracheotomy should he performed in cases of glottis oedema. 
In less severe cases stomach lavage could be executed with small 
quantities (2(KJ c.c.) of weak acid solutions (diluted vinegar, acetic 
acid). Milk and eggs should be administered and Hellatlonna 
(atropine) to inhibit gastric and intestinal secretion and motility. 
It is of importance to tieat the w^eak heart. Morphine injeciitins 
should be given to allay pain, ex(‘itement, incessant vomiting; anil 
sleeplessness. Infusions are (‘sseiitial in order to replaci* the loss 
of fluid. Serious cases of stenosis of the oesophagus, pylorus and 
small intestine should be o])erated upon. 


III. Summary. 

1. Roisoning with weak and caustic alkalis is reviewed and 
discussed. 

2. Analysis of a specimen of milk maliciously poisoned with caustic 
soda is described. 

d. An account is given of (a) experiments in which varying 
(|uantities of caustic soda were added to fresh cow’s milk and 
also of experiments conducted upon rabbits with this milk. 
(b) The effects of different concent rations of caustic soda on 
rabbits. 

4. The continuous taking of alkaline stomach ])ow’ders may have 
ser i on s co n seq uen ces . 
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The Biological Value of White Fishmeal as 
Determined on Growing Sheep and Rats. 


liy 1). Ji. SMUTS and J. S. MARAIS, Section Nutrition, 
Ondersfepoort. 


Kishmkal as a feed for animals has probably first been used 
in Norway. Since 191)0 fishmeal, as distinct from fish manure, 
was manufactured in appreciable quantities in Pmg:lan(l. it w^as, 
however, not until 1916, that it became a popular ingredientr in 
rations for livestock. It was soon demonstrated that this feed was 
except icmally f^ood for young giH)wing animals and poultry. 
Davidson (1928) showed that the value of fishmeal tor feeding oi 
pigs is associated with the protein and particularly with the amounts 
and proportions of mineial ingredients. By replacing fishmeal with 
vegetable proteins in the ration of pigs he obtained as good results 
as with fishmeal, if the former ration is sui)pleiuented by a mineral 
mixture. The same quality carcase as that obtained with fishmeal, 
coulid not be establislied. Plimraer and Rosedale (1934) determined 
the lelative nutritive value of difierent jiroteins on chickens by tli * 
growth method. The value of these protein feeds was cabuilated 
numerically from the equation l'‘*/TP, where 1 equals increase in 
weight, T length of experiment and P protein consumption. On 
this liasis they classified the proteins as follows: — caseinogen 100, 
fishmeal 85-3, meatmeal 02 8, wheatgerni 68, bloodmeal 48, lucerne 
2r)*6. From these figures it appears as if fishmeal is a good protein 
for poultry. However, Halpin and co-workers (]93(i) found that 
excessive quantities of fishmeal in the ration of poultry (caused 
** ^‘rippled ’’ feet. Carbone (1937) calculated the composition of 
fishmeal from various sources and concluded that it is not such a 
satisfactory concentrate for beef cattle and milk cows as oil seed 
cakes, since it does not give such good growth. Tt is, however an 
excellent feed for pigs. Monroe, Krauss and Hayden (1937) compared 
white fishmeal with linseedmeal as a source of protein in the ration 
of dairy cattle from 6 months of age until the second calving stage. 
They found no significant difference in growth and milJe production, 
although the health and general vigour of calves from the fishmeal 
group were slightly better. 

It appears as if the quality of fishmeal is largely determined 
by the type of product used and the method of manufacturing. 
Bethke and Wieder (1934) found that cooking as well as high 
temperature destroy the vitamin content. The protein seems also 
to be effected. Thus the protein of vacuum dried fishmeal, as 
determined by these authors was superior to th? pe of flame dried 
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fishmeals. Oshura and Itaya (1938) observed that the digestibility 
of fishmeal protein is highest for steamdried and lowest for flame 
dried and roasted fishmeals. Sundried fishmeal has a inin h higher 
NH 3 content than machine dried fishmeal. Schneider (1932) by 
experiments on rats and pigs found that the protein of vacuum 
dried white fishmeal has a higher digestibility and is better utilizable 
than steam dried and flame dried Menhadden fishmeal. It is 
interesting in this respect that Davies (1936) found by chemical 
analysis of the crude protein fraction of fishmeals, that these meals 
are higher in non-protein nitrogen compounds than either meatmeal 
or blood meal. It is possible that flame drying increases the non- 
protein nitrogen compounds and hence decreases the digestibility of 
the protein as was found by the above workers. Swaminathan 
(1938) found a relationship between the non-protein content of 
grasses and the digestibility of the protein. A high non-protein 
content invariably points to a lower digestibility. 

Expehimental. 

White fishmeal which is reported on in this study is a product 
recently put on the South African market. It contains an average 
of 67 per cent, protein. The biological utilization of its nitrogen 
was determined on growing sheep and rats. The weights of the 
sheep varied from 26 to 31 Kgm. The endogenous nitrogen and 
metabolic fecal nitrogen were determined previously on these sheep 
and the results then obtained were utilized in the calculation of the 
biological value of the protein of fishmeal. With rats the endogenous 
and metabolic fecal nitrogen were determined in a separate period 
prior to the actual metabolism period on fishmeal. The composition 
of the rations is given in Table 1 . Wheat straw has now been 
introduced into our nitrogen low diets for sheep, since we have 
found no effect on the endogenous nitrogen excretion. 

Table 1. 


Composition of Rations on Percentage Bases, 



Sheep. 

1 

Rats. 

Percentage. 

White fishmeal 

160 

11-9 


Wheat straw 

600 

— 

... 

Dex. starch 

31 *6 

431 

720 

Sucrose 

— 

10-0 

10 0 

Butter fat 

— 

80 

80 

Codliveroil 

0-6 

20 

2*0 

Harris Yeast 

— 

20 

20 

Salt mixture* . !?. 

— 

20 

20 

Bonoash 

20 

.... 

.. 

NaCl 

i*e 

10 

10 

Agar 

— 

— 

3*0 

Total 

1000 

1000 

1000 

Per cent. Nitrogen 

219 

1*60 

0*20 


* New salt mixtnxe of Hnbb^ R., Mendel, J. B. and Wakeman, A. J. (J. Nutr. 
14-279-285, 1037). 
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Discussion ok Uksuj/is. 

The nietaboliftm data and the calculation of the hioloi^ical value, 
apparent and true diffestihililies of the nitrogen ot white fishmeal 
on rats are given in Table 2. The same data pertaining to sheep 
are given in Table ^1. Hats were put for 8 days on a nitrogen Ionv 
ration, the composition of which is given in Table 1, and then on 
a collection period of 8 days on the same ration. The endogenous 
Nitrogen per 100 gm. weight and the metabolic fecal nitrogen per 
grm. food consumed, determined in this period were utilized in 
calculating these fractions in the subsecpient protein jieriod. After 
a preliminary period of 11 days on the protein period, c(jllection 
was (tarried out over a period of 8 days on the same ration. As 
will be seen from Table 2 the average apparent and true digestibi- 
lities for the 0 rats >vere 79 and 97 per cent. res]-ectively. 'I’he 
apparent digestibility of vacuum dried white fishmeal on rats as 
reported by Sedineider is 80*7. This value is very nearly the same 
as ours. Since the ap])arent digestibility does not take into ac’count 
the body’s contribution of nitrogen in the total fecal excretion ot 
nitrogen, it is not a real measure for the true digestibility of the 
fishmeal nitrogen. For this reason the true digestibility has been 
determined, the value of which is 97 per cent. Actually then the 
white fishmeal nitnigen is 97 per cent, digesti'd. The average 
biological value for the (J rats is 90. This figure is somewhat highei 
than the vacuum dried white fishmeal of Schneider (1932) on which 
he found an average value of 84. This difference is very small, 
if it is taken into account that his meal w^as fed 'at 10 per cent, 
and ours at 9 jier cent, level. 

Referring to the metabolism data on sheep as reproduced in 
Table 3, it is evident that the digestibilities as well as the biological 
value are lower than in rats. It n vst be noted, however, that the 
level of protein feeding in the case of sheep is a[)i»roximately J4 
per cent., w^here it is only 9 per cent, in the case of rats. Whether 
this ditference in level alone Is the cause of the lower values is 
impossible to say. It is quite po.ssible as Timarin suggested, that 
the difference may be due to a different intensity of enzyme action 
or to a varying degree of wastage of digestive protein by putre- 
factive fermentation according to the rates of passage of the food 
through the alimentary canal of these two species of animals. The 
alimentary canal of the pig is probably less complicated than the 
sheep, and resembles more cloM'ly that of the rat. Schneider (1932) 
at a 12 per cent, level of white fishmeal obtained an apparent 
digestibility of 80 per cent, for pigs in comparison wdth our value 
of 63 for sheep. The rat in his experiments and ours showed values 
of 84 and 79 ])er cent, digestibility respectively. The true digestibi- 
lity of the nitrogen contained in white fishmeal in our experiment 
writh sheep is 87 per cent. 

As will be seen from Table 3, the average biological value of 
white fishmeal wuth sheep is 74. This is lower than the value of 
83 reported by Schneider (1932) on pigs. It would appear therefore 
as if data obtained from rats can be applied to the pig, but that 
the application of such data is doubtful with animals like the 
sheep, having a more complicated alimentary tract. 
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D. B. SMUTS AND J. S. C. MAHAIS. 


The l)iolofi:iciil value of 74 nevei thekss justifies the ronelusion 
that the protein of while fishmeal is well cor>stitute(l, anJ utilized 
exceedingly well by j’oiin^ sheep. 


Summary and Conclusions. 

lly means of nilrcj^yen metabolisi < experiiueuis with white fish- 
meal on rats and sheep, it was found, that the a])}mrent and true 
di/iyestibilities of the white fishmeal piotein are respectively 71) and 
97 per cent, with rats, and 63 and 87 per cent, with sheep. 

The biological value as deterniineil liy rats at approximately 
9 per cent, jirotein level is 00 and for slieeji at approximately 
14 per cent, level 74. 

It is comdiided that white fishmeal is a f^ood iirotein bcil for 
f^rowiiii^ sheep. 


REFERliNCP:S. 


BETHKE, tt. M. and WILDICR, 0. H. (1934). Effect of the method of 
mamifucture on the nutritive value of fishmeols as determined by 
prow til studies on chickens. ./. Agric. lies. (U.8.), Vol. 49, No. 8, pp. 
716-722. 


CARBONE, E. (1937). La forina di pesce ncle alinientpzoine del bestiana. 
Uio, Zaotfv,, Vol. 14, pp. 429-4;i5. 

DAVIES, W. L. (1936). The crude protein fraction of fislimeals and other 
meatnieals. 'I he VN)I. 61, No. 726, pp. 612-676. 

DAVIDSON, H. R. (1928). Substitutes for fishmeal in the rations of fatteniiip 
pigs. J, Ministry Agric., Vol. 53, p. 5. 

HALPTN, J. 0., HOLMES, C. E., ELVETIYEM, C. and HART, E. B. (1936). 
Too much fishmeal caused crippled feet in chickens. ITlsc. Agric. Jijrp. 
null 430. 

MONROE, K. E., KHATSS, W. E. and HAYDEN, C. (1937). While fishmeal 
for grow’th and milk productiort. lit-mnnfhly Bull. Ohio Agrir. Ksp. St. 
No. 22, pp. 4(5-52. 


PLFMMER, H. A. and ROSEDALE, J. L , RAYMOND, W. H., LOWNDES, 
J. (1931). The relative values ol proloins. Btovhem. J., Vol. 28, No. 6, 
pp. 1863-1886. 

OS HUM A. K. and JTAYA, S. (19.*58). The relation of qualities and the 
manufacturing method of fislimeal and scrap. 7. .4f/r/r. ('hem. Soc. 
Japan. 1938, Vol. 14, pp. 512-517. 

SCHNEIDER, B. H. (1932). Nitrogen balance studios with various fislimeals. 
7. Agnc. Bes. (U.S.), Vol. 44, No. 9, pp. 72.‘}-732. 

SWAMINATHAN, M. (1938). The relative amounts of the protein and non- 
protein nitrogenous constituents occurring in foodstuffs and their 
significance in the alteration of the digestibility coefficient of protein, 
/ndmn J. Med. Bes., Vol. 26, pp. 847-865. 

TIMARIN, 8. (1938). Versuche fiber die Verwertung von Eiweiss durch 
Wiichsemle Kinder. lAindunitseh. Versuvh. Sfnl, No. 129, pp. 124-160. 



BIOIiOGlCAl. VAIillE OF WHITE FISllUKAL. 




Foukib, P. J. 
Poets, G. C. 

POUEIE, P. J. 


Section VII. 


Pathology. 


J. ANU (Quantitative studies upon porphyrin excre- 
S. tion in Imvine coup'enital porphyrinuria 

(pink tooth) No. 2. 

J. ... bovine conifenital porphyrinuria (pink 
tooth) inherited as a recessive character. 


307 




Onderste/poort Journal of Veterinary Science and Animal 
Industry^ Volume \nmher2^ October, 1939. 

Printed in the Union of South Africa by the 
Government J*r inter, Pretoria. 


Quantitative Studies upon Porphyrin Excretion 
in Bovine Congenital Porphyrinuria 
(Pink Tooth) No. 2. 


P. J. J. FOUUIE, Section of Hygiene, anil (1. C. S. PORTS, 
Section of Pharmacology and Toxicology, Oiiderstepoort. 


The first known living cases of bovine congenital porphyrinuria 
were descrilnHl by Pourie (193(>) from the clinical. and i)uihological, 
and by lliniington (]93()), Himington and Foiirie (1937), lliminglon 
and lioeis (1937) from the bio-chemical point of view. Kimington, 
Hoets and Fourie (1938) presented certain details concerning the 
quantitative excietioii ol j)orphyiins in tlics,' cases, but at that tjuc 
the authors felt that the data were incomplete and the results 
rej)orte(l in this })aper are intended to be suj)plementary to those 
previ ously i)resen t ed . 

Fischer, quoted by Schuinm (1919), found 17 gm. to *0 gm. 
of porphyrin pigments daily in the urine (»f Petiy when he made 
the determinations during different months of the year (November 
to February). Schumm (1919) examined the urine of Petry during 
the summer and during the winter and found moie or less the 
same amounts (circa 0*4 gm.) on both occasions. 

Beyond this very little seems to be known concerning the ciuanti- 
tative (jxcretoin of porphyrins in congenital pori)hyrinuria in man 
and animals, llecently, however, a good deal of work is reported 
concerning the quantitative determination of porphyrins in the case 
of normal humans as well as in cases of man and animals suffering 
from various diseases, e.g. Dobriner (1937), Brugsch (1938), 
Itimington (1938), Grotepass (1938), Mertens (1937), and Resets 
(1938). In these papers notable advances are recorded concerning 
the methods employed in order to determine quantitatively the 
porphyrins excreted. 

In this paper the authors intend to record results concerning 
the quantitative porphyrin excretion during different times of the 
year by bjvines suffering from congenital porphyrinuria (IMnk 
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PORPHYRIN EXCRETION IN BOVINE CONGENITAL PORPHYRINURIA. 


Tooth), and at the same time data are presented concerning the 
relative porphyrin excretion in bovine congenital porphyrinuria in 
a completely normal bovine and in apparently* normal bovines. 

Details of Experiments. 

The animals were maintained in metabolism stables on a daily 
ration of 5 pounds veld hay in the morning: and 8 pounds crushed 
maize with 2 pounds of green food in the afternoon. The animals 
were watered twice daily and the amount of water consumed was 
carefully measured. 

The amount of faeces passed and the amount of urine excreted 
were carefully weighed and measured every 24 hours. The animals 
were usually under observation for a period of 14 days, but deter- 
minations were not recorded for the first 24-48 hours of the 
experiment, as the animals were sometimes a little bit upset when 
they were confined to the metabolism stables, resulting in some cases 
in diarrhoea. During this 24-48 hour period they were therefore 
allowed to settle down to the conditions of watering, feeding, etc. 

Daily quantitative porphyrin determinations of faeces and urine 
were made in the case of the known pink tooth animals 7010, 7017 
(see Fourie, 1930) in the same way as this was done by Eimingtoii, 
Koets and Fourie (1938). 

On account of the low level of porphyrin excretion in the normal 
animal 6384 and in the apnarently normal animals 7022, 7393 and 
7356 a slightly modified method of dealing with the faeces and urine 
was made use of. Before giving details of the method in which the 
faeces and urine were actually handled, it is perhaps just as well 
to give a brief history c»f these animals. 

No. 6384 is a red heifer entirely unrelated to the porphyrin 
animals, but the bull 7015 (see fourie, 1936) which is known to 
transmit the condition is being mated to her, in an attempt to 
produce further porphyrin carriers for the study of the genetics of 
congenital porphyrinuria. 

No. 7393 is a carrier, being the daughter of a porphyrin cow. 

No. 7022 is a daughter of Bull 7015 and thus possibly a carrier — 
she has, however already produced 2 calves from matings to her own 
father, but both calves are clinically normal. 

No. 7356 is a heifer and one of the two calves of 7022. 

The last three animals (7393, 7022, and 7356) ar^ therefore 
listed as apparently normal as one certainly and two possibly may 
be carriers of the recessive character. 

* Apparently normal is here used for animals which in sonie cases are 
actually known to be carriers of the anomaly, and in other cases for animals 
which may be carriers, since they are daughters of the bull 7015 < (see Fourie, 
1937) which is known to be a carrier of the recessive character. A paper 
concerning the hereditary nature of the condition as a recessive' character will 
be published by one of us (Fourie) at a later date. 
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In addition to iliest* lliree animals in this Rioup, a furtliei 
animal was added, viz. No. 7597. He is a bull which is showing 
very marked phoiosensiiization on exposure to the sun. llis teeth 
are only slightly disr^oloured if at all and porphyrin excretion in the 
faeces and urine is on a low level. This animal, however, has a 
remote common ancestry to hull 7015 and is at i)resent l)eing 
regarded as a very suspicious but atypical case of congenital bovine 
porphyrinuria. (yVmfirmation of this is being awaited, pending the 
results of (*eitain breeding experiments already commenced. 

Method ok Dealing with TJiaNK and Faeces ok Normal and 
Aim»aiiently Normal Anjmals, etc. 

Urine, 

A representative sample of 500 c.c. of urine from eac h animal 
was collected a1 the end of each 24 hour period. It was stoieil in 
the ice chest and every 24 hours an aliquot of 500 c.c. (if that day 
was added to that collected on previous days, until at ilie end of 
four days 2,000 (lc. of urine was available for examihation from 
each animal. Accdic acid was then added up to a con(Vntratio!i 
of 5 per cent., and the. solution extracted in a big Kutcher-Steudal 
continuous extraction apparatus for 24 hours. The ethereal solution 
was thoroughly washed in a separatory tunnel with water containing 
potassium a(‘etate, in ordeir to remove the acetic (acid and an\ 

soluble urinary pigments. The water washings were, however, 
lew’ashed with fresh ether to safeguard against any possible 

porj)byrin loss. Any porphyrin so (d)tained in etlicr solution was 

then added to the main ether solution (containing |)orj)hyrin so 
that the final ether solution usually had a volume of approximately 
750 c.c. From this solution the porphyrins w^re transfericd to 
acid solution by repeatedly adding to the former 10 to 15 c.c. of 5 
per cejit. IKM and shaking thoroughly. Negative fiuoiesceiice in 
ultra violet light indicates when the end point lias been reached. 
The entire acid solution about 50 c.c. in volume, was transfc^rred 
to a KM) c.c. sepurat(»ry funnel, ]mtassium acetate added as before, 
the porphyrins again shaken into €*thereal solution and the water 
WTishings refeired to above lejieated The porphyrins from this 

final solution, which was approximately JIO c.c. in volume was shaken 
into 5 to 10 c.c. of 5 per (^ent. HCl, and the intensity of the 550 
band compared spectroscopically with a por])hyrin standard of known 
value in the usual w'ay. 

Jiecause of the small amount of porphyrin present in these 
animals, two of them (one 7597 the sus])ected porphyrin sufferer 
and the other 0384, completely normal) were used for further 
investigation concerning the presence of uroporphyrin, by adding 
acetic acid to their ether soluble porphyrin extracted urine to a 
concentration of 6 per cent, and filtering through alumina uhsori)- 
tion (‘olumns, but no uroporphyrin could be detected by eluting with 
dilute alkali.* 

* This method w«s devised and employtHl by one of us (Roots> in June (1938). 
Since this article was written up in November (1938) Dobriner and Rhoads 
(1938) independently used practically the same method to determine urinary 
coproporphyrin in the urine of man. 
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Faeces, 

50 gm. of a representative sample of faeces from each animal 
was collected daily in acetic acid. This was kept in the dark and 
after 4 days the combined 200 gm. from each animal was extracted 
in the usual way with acetic acid and ether. The porphyrin was 
transferred to 5-20 c.c. of 5 per cent. HCl (depending on the 
porphyrin content). This solution shaken with chloroform to 
remove soluble pigments and the copro-porphyrins determined. 

The handling and sampling of the faeces and urine were other- 
wise carried out as described by Rimingtoii, lloets and Foiirie 
(1938). 


Result,^ Oldained, 

Faeces and urine fiom the two ])ink tooth animals 7017 and 
7018 were examined from 9/11/37 to 19/11/37 and again from 
14/2/38 to 24/2/38. That from the third pink tooth animal 7016 
was examined from 8/12/37 to 23/12/37. 1 he results are reconLul 
in tables 1, 2 and 3. 

In Figs. 1, II and III the daily total porphyrin, daily total 
copro-porphyrin and the daily total uroporphyrin, with coiiesponil- 
iiig averages for the three animals 7017, 7018 and 7016 are 
graphically presented. 

The 1 and III series is(»mers of coj)roj)oiphyrin were sei)urale(l 
and quantitatively delei mined in urine samples of 7017, 7018, and 
in faeces 8aini)le8 of 7017, 7018, 7022 (apparently normal, possibly 
a carrier) and 7597 (suspected pink tooth bull) (Table 4) usiiig the 
method described by Iliraington, Koets and Fouiie (11)38). A portion 
of urine and of faeces excreted during a 24-hour period was taken 
for this purpose. 

Analysing the figures presented in Tables 1, 2 and 3 there 
does not ai)pear to be a consistent relationship between the daily 
j)ori)hyrin excretion and total daily faeces or urine output. 

In the case of animal 7017, in which the greatest porphyrin 
excretion is recorded there was, after an initial rise in porphyrin 
excretion, a steady tlecdine for the first few days after the animal 
was placed in the metabolism stable (admittedly under completelv 
different environmental conditions than the animals were used to). 
Thereafter and until the completion of the ten day period the 
porphyrin excretion steadily increased, this being mainly due to an 
increase in the copro-porphyrin, as the uroporphyrin fluctuated 
irregularly during that time. This examination occurred during the 
early summer. 

When the animal was again eAumined for ten days during the 
late summer, there was again an initial porphyrin decrease, but 
this time more regularly progressive than the previous time, in 
spite of a somewhat marked increase in the uroporphyrin at times. 
Subsequently, however, the porphyrin fluctuation was rather 
irregular. 

In the other two animals (7018 and 7016) the porphyrin excre- 
tion fluctuated widely and irregularly from day to day, 
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POEPHYRIN EXCRETION BOVINE CONGENITAL PORPHYRINURIA. 


Table 4. 

Ratio Copro I : Copra 111, 


No. 

of 

Animal. 

Date. 

Material. 

Total 
Copro. 
in mg. 

Copro. 1 
in mg. 

Cojro. 
in mg. 

Ratio 
of Copro. 

7017 

18-19/11/37. 

Urine 

52-6 

460 

2*26 

1 : 0*06 

7018 

18-19/11/37. 

Urine 

18*76 

16*0 

2*62 

1 : 0 *167 

7017 

23-24/ 2/38. 

Faeces 

41*0 

37*6 

1*68 

1 : 0*04 

7018 

23-24/ 2/38. 

Faeces 

22*5 

20*0 

0*766 

1 : 0*038 

7022 

24-26/ 6/38. 

Faeces 

— 

0*105 

0*066 

1 ; 0*619 

7697 

24-26/ 6/38. 

Faec^es 

— 

0-238 

0*30 

1 : 1*261 


It is perhaps worthy ot‘ note that both the animals 7017 and 
7018, which were always under observation at the same time, 
excreted porphyrin at a much hij^her level when examined during* 
the late summer than was the case duriiifr the early sum 4 ner. It 
is not considered likely that photosensitization may have been the 
cause of this, as the animals were only exposed for a very short 
time to the sun, when they weie driven fiom one stable to th<‘ 
other. That the change in the season may have been a factor, 
cannot be definitely stated. However, it seems probable that seasonal 
variation was responsible for the increased porphyrin excretion 
during the late summer, since a change in food was certainly not 
a factor, as the two animals under conditions of stabling were given 
the same food on both occasions. 

This higher level of porphyrin excretion in animal 7017 during 
the late summer was not so much due to a greater urine volume as 
to a greater jwrphyrin concentration, w^hereas in the case of 7018, 
the concentration of porphyrin in the urine was more or less the same 
during early spring, but as the total volume of urine was markedly 
increased (average daily output early spring -5,488 c.i*., average 
daily output late summer = 9,272 c.c.) the higher uro-porphyrin 
excretion w^as definitely due to this greater total urine output. 
However, ^ in the case of the faeces of both animals the 
concentration was definitely higher during late summer than 
during the early spring, whilst the faeces weight remained 
at more or less the same level on both occasions. In order 
to eliminate the possibility that an experimental error may 
have been responsible for the higher values obtained during the late 
summer, new standards were made up and determinations were made 
in duplicate, when it was found that the results corresponded in 
both instances. Whether this seasonal variation in the porphyrin 
excretion can satisfactorily explain the uneven distribution of the 
porphyrins in bones of affected animals as described by Fourie (1936), 
is a point which cannot at the moment be definitely settled from 
the available information. 
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In workinj** out ihe ratio of total to c*oj)ro*-to uro-porphyrin 
ex(jreteH from the daily averages (see Table f)J during the periods 
of 10 to 14 days the figures obtained are strikingly constant viz. 
anproximately 10:9:1 for the three animals 7016, 7017 and 7018. 
There is however a deviation from the constant in the case of 
animal 7018, during the period 9/11/88 to 19/11/38, when the 
ratio is approximately 10:8:2. This deviation is due to the except- 
ionally Jarge volume of urine which was excreted by this animal 
at that time as compared with the volume of urine excreted by 
this animal subsequently, and as compared with the amounts 
excreted by the other two animals. 


Tarlk 5. 




^ --- --- 


-- -- 


- ■“! ~ 

No. of 
Animal. 

Date. 

Daily 
■ .Average 
' of Total 
Por- 
phyrin 

I in gin. 

! Daily 

1 .Average 
■ Total 

1 (‘opro]>or* 
phyrin 
' in gm. 

Daily ! Ratio ok- 

Average ! 

' Total ; 

1 Uropor- ' i 

1 phyrin , Total. jOopro. 

; in gm. ' 

' 

r,-,.. 

— 

- ■ - — 

.... 

--- 

i 

- 


7017 

14 -24/ 2/38 

! IBSSS 

! l-508(^ 

0-1478 1 10 I 

9-1 

0-9 

7017 ; 

; 9-19/11/37. 

I 0-8627 

. 0-7841 

0-0782 1 10 1 

9-1 

0-9 

7018 

14-24/ 2/;i8. 

! 0-8713 

; 0-7957 

{ 0-0756 1 10 ' 

9-1 

0-8 

7018 

[ 9-19/1 1/;18. 

0-3513 

I 0-2935 

i 0-0578 ' 10 

8-4 

1-6 

7016 1 

8-23/12/37. 

0-2888 

I 0-2655 

! 0-0424 10 ; 

9-2 

1-46 

[ 

Tlw 

average coproporjihyriii 

concentration in the urine of the 


normal animal 6384, which is not in any way related to the congenital 
porphyrinuric animals, over u period of 8 days is -050 mg. per 
2,000 c.c. of urine. This is a little higher than the concentration in 
normal human urine us determined by (irotepass (1938), who found 
the concentration to be 02 mg. per 1,000 c.c. in 10,000 litres of 
urine. In man the total average daily coproporphyiin ex(*retion 
over 9-day periods is 306 to 376 micro-grams (l)obriner, 1937). 

The figuies obtained for the normal animal 6384 over an 8-day 
period are: (//) total daily average coproporphyiin excreted in the 
urine — 056 mg. j)er 2,000 c.c. and (6) the total daily average copro- 
porphyrin excreted in the faeces — -056 mg. i)er 100 mg. When the 
excreted porphyrin of the apparently normal animals Nos. 7022 and 
7393 (both being related to congenital porphyrinuria animals) is 
compared with that of the normal animal 6384 (see Table 6) it will 
be seen that the concentrations of coproporphyiin both in urine and 
faeces are slightly higher viz.: — 

7022 — urine, -066 nig. per 2,000 c.c. 
faeces, •!! mg. per 100 gm. 

and 7393 — urine, *069 mg. per 2,000 c.c. 
faeces, *105 mg. per 100 gm. 
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Table 6. 


Showing covcentration of coproporphgriti in faeces and urine of one 
normal animal (6384), of three apparently normal animals 
(7022, 7356, 7393) and of one suspected case of l^ink Tooth (7597). 




Fakces. 


Tbine. 


No. of Animal. 

Date. 

Weight 
in gm. 

Copro})or- 
phyrin 
mg. jjer 
100 gm. 

N'olumc 
in e.o. 

Oupropor- 
phyrin 
mg. in 
2.000 e.<-. 

Water 

Intake 

in 

Litres. 

7022 

l«-20/6/38 

40,880 

0102 

7,79(> 

0-058 

35-8 


20-25/6/38 

33,2(K) 

0116 

7,790 

0-072 

37-6 

Daily Averagt*. . . 

16-25/6/38 

8,231 

0110 

1,731 

0-066 

8-2 

7597*^ 

16-20/6/38 

26,140 

0144 

11.575 

0-147 

33-4 


20-25/6/38 

41,420 

016 

16,770 

0-08 

47-2 

Daily Average. . . 

16-25/6/38 

7,537 

0147 

3,149 

0-11 

i 8-96 

6384 

U-1 5/7/38 1 

26,430 

0 053 

5,330 

0-06 

1 21-6 


15-19/7/38 ! 

19,050 

0 068 

13,615 

0-051 

1 29-4 

Daily Average. . . 

11-19/7/38 j 

5,685 

00i)6 

i 2,368 

0-056 

' 6-4 

7393 

11-15/7/38 

28,230 

0111 

1 7.322 

1 0-053 

i 24-6 


15-19/7/38 

26,300 

0-098 

I n.5(N) 

0 083 

43-0 

Daily Average. . . 

11-19/7/38 

1 6,059 

0-105 

2,353 

' 0-068 

8-5 

7356 

13-19/7/38 

18,640 

0-058 

1 10,620 

1 0-073 

1 40-0 

Daily Average. . , 

" 

; 3,107 

0-058 

1.770 ; 

j 0-073 

i 6-7 


Whether these values also fall within the limits ot nonualit.v 
is not kiiowHi at the inonient. 

Animals 7022, 7393, 7356 and 6384 were originally ineluded in 
these experiments as a group • of normal eoiitrols hut when the 
porphyrin values of three of them w'ere found to be higher than the 
completely normal animal 6384 which is not in any w’ay related 
to porphyrinuric animals, we began to doubt if their porphyrin 
values can be regarded as normal. This is most unfortunate as we 
now' have values for only one normal animal (6384). Jlowever, we 
hope soon to have results of at least 8 normal animals, which wall 
be examined at different times of the year and it. is only when these 
figures are available that we shall be in a position to state wdiat 
the quantitative porphyrin excretion in the normal bovine is. 

Animal 7356 (known carrier) was also examined but as this 
animal had rather a profuse diarrhoea at the time of the examination, 
it is not used for purposes of comparison, as the digestive disturbance 
may possibly influence the values obtained. 

In the case of the suspected porphyrinuric bull 7597 showang 
marked and continuous photosensitization the porphyrin excretion 
in faeces and urine is at a higher level than in the normal animal 
6384 but very much less than in the undoubted pink tooth cases. 
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The ratio of (lojiropoiphyrin I to lioproporphyrin III (see Table 
4) in faecies and urine varies from animal to animal. In man 
Grotepass (1938) puts 'the average ralio of the I to the III series in 
normal human urine as 90:87. 

Calculating the copro})ori»hyri n 111 concentration in the urines 
of 7017 and 7018 excreted during the 18th to the 19th November, 
1937, when the examination was made it amounts to 0*111 mg. per 
100 c.c. and 0*092 mg. per 100 c.c respectively. This is much higher 
than the daily average total coj)roporphyrin concentration of 0*003 
mg. per 100 (.c. in the urine ot the nornial animal 0384 (see Table 
0). This sugg(vsts that the affected animals excrete increased amounts 
of both copro 1 and cjojijo 111, but unfortunately we have not been 
able to establish this definitely as up to now it was not possible to 
determine the ])resence of these pigments in faeces and urine of a 
sufficient number of nonnal bovines when the same animals are 
examined at differcmt pciiods during the year. 


Summahy. 

1. In ad<lition in the daily fluctuation in the amount of por- 
phvriu excreted, porphyrin was found to be ex<*reted at a higher 
level in two attected animals during the late summer than during 
the early sjuing. This was found to be due to a greater porphyrin 
concentration in the faeces and urine than to an increased amount 
(d‘ faeces or urine. 

2. When quantitative iMnjdivrin determinations weie made over 
a jMM'iod of l(i-14 days and the daily averages calculated, it was 
found that the ratio of unn ]dus coproporphyrin to (*oj)r()porphyrin to 
urop()rj)hyrin was upi)ro\imately constant except in one cus(‘, where 
during one j)eiind abnormally large amounts ot urine ^^erc cxcicted. 

3. The ratio (jf coproi»or]ihyrin 1 to coj)ropor])hyriii 111 varies 
from animal to aninial in both the faeces and the urine ot two 
affected animals (7917 and 7018), (»m‘ suspicious case of the disease 
t7o97) and one apj>areiitly mnnial aniinai (7022) which is howcvc. 
related to congenital ]K»r]diyrinuria cases. 
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Bovine Congenital Porphyrinuria (Pink Tooth) 
Inherited as a Recessive Character. 


By P. J. J. POTTlilE, Section of Hygiene, Onderstepoort. 


Thk first clinical cases of bovine congenital porphyrinuria were 
recorded by Fourie (1930). Towards Ihe end of 1935 the Division of 
Veterinary Services acjquired certain grade shorthorn animals from 
the herd in which {he condition was found. These animals were 
l)rought to Onderstepooit with the object of studying (1) the heredi- 
tary nature of the condition, (2) the pathogenesis, and (3) the bio- 
chemical nature of tht* excreted porjihyrins, etc. Ilowevei, since 
I he condition was recognised in this grade shorthorn herd, three 
further definite cases of pink tooth in bovines \rere found in the 
Pnioii of South Afri(*a as well as a fourth case in a shorthorn bull 
which is at the jiresent time regarded as a very suspicious case of 
pink tooth, ('ontirmation of the diagnosis is being awaited pending 
the results of certain breeding experiments whicli were undertaken. 
These animals fall roughly into four groups, and as such they will 
be discussed from the hereditary point of view. 

(jroup 1 (iomj)rises the Swaziland cases referred to by Fourie, 
193(). Group 2 is the suspected shorthorn bull not yet reported 
in the literature but to which passing reference is made by Fourie 
and Itoets (1934) (elst'where this journal). Group 3 comprises the 
( edara case reported by Fourie and Ilimington (1938). Group 4 
consists of two Friesland heifers (Ladysmith cases) in which the 
Government Veterinary Officer, Mr. Flight, made a clinical diagnosis 
of ])ink tooth. The diagnosis was confirmed wdien the urine and faeces 
were examined spectrosco])i{*ally and revealed ty])ical porphyrin 
bands. 


Groi p 1. — Thk Swaziland Cases. 

The full history of these cases w^as given by Fourie (193()). 
The owner used three shorthorn bulls to improve his herd. When 
calves were produced as a result of the mating of the third bull to 
cows and heijfers in the herd the first <*ases of congenital porphyrinuria 
appeared. The first cases were, th-erefore, not produced by mating 
father and daughter. When it was realized that the condition may 
possibly be transmitted hereditarily, great pains ware taken to find 
out if the third bull used by the owner was in any w^ay related to 
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the previous bulls. The owner did not know of any such relationship, 
but later when careful enquiries were made it was definitely 
established that the sire of the third bull, and the second bull, were 
out of the same original herd. The third bull is the one which is 
at Onderstepoort and is referred to by Fourie (1936) as No. 7015. 
(See Figure 1.) 



Fig, 1.— The porphyrin carrying hull 7016 (Dr.). 


The sire which was used in the original herd is a bull named 
Royal Regent, E.Il.B. No. 122649, and it is assumed that this l)ull, 
Royal Regent, is the sire of the second bull and that of the sire of 
the third bull (7(115) referred to above. The pedigree of the bull, 
Royal Regent, i.s: — , 

Kojfal Heijeni 


Rosebud I3th by Rosy Monk 93178 Royal Stamp 

Od. War Queen by Centaur 70118 

O.g.d. Roan Rosebud 3rd by 

Pride of Aberdeen (51484 

Roan Rosebud 2nd by 

Oravesend 46461. 

The bull 7015 has normal teeth, his urine d(»es not contain 
porphyrins such us are present in his descendants, which are clinical 
cases of congenital porphyrinuria and there is no evidence whatso- 
ever of photo-sensitization. It was, therefore, concluded that if the 
condition was being transmitted hereditarili^, it must be transmitted 
as a recessive character. Breeding experiments were accordingly 
planned in order to prove this one way or the other. 
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Hreedinu E.vperimenis with Cattle in order to prove that Hovine 
Confjcnital Co) phjjrinnria (Vink Tooth) is transmitted as a 
Jieressive Hevediiarp (liararter. 

Certain aniinuls which were acquired from Swaziland in Decem- 
ber, 1935, formed the niudeus ot the animals which were used in 
ihe breeding experiments. The animals so obtained are: the bull 
(Mo. 7015), two clinically normal cows, bein«‘ mothers of a&cted 
animals; three clinically normal heifers (7019, 70iil and 7022) 
daughters of the bull and four affected animals (3 steers, 70l(), 7017, 
and 7018 and one heifer, Mo. 7023 — sons and a daujrhter of the bull, 
7015. (Fi^. 2.) The breeding ex])eriinents were actually t‘arried out 

in two parts. 



Fig. 2. — Females of tlie porpliyrin herd with calves born at OndersteyHKirt. 


Ill Part 1 the bull 7015 was mated to ten unrelated <*linically 
normal heifers. If the bull is a carrier of the recessive character 
he will transmit this (!haracter to a portion of his ])ro}»:euy. The 
intention is to mate the bull subsequently to his daujrhters born out 
of these unrelated females, in an attempt to product^ actual (aises of 
pink tooth. Unfortunately most of the calves produced are males, 
and the two females are not yet mature, conse{iuentIy it wdll take 
some years before the complete results of this experiment will become 
available. In the meantime the bull is becoming: an old man and T 
may in the end be forced to complete this part of the breeding- experi- 
ments with another bull. 

However, up io the present eight normal calves were produced 
by these ten heifers and one calf wa<% aborted as a result of Tviehomtmas 
foetus infection. All these eight calves are clinically normal and are 
therefore free from pink tooth. This is regarded as strong albeit 
not conclusive evidence that the character is not dominant. (Fig. 3.) 
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Fig. — Unrelated females mated to bull 7015 with calves. 


In the seoond part the bull was mated to all the females acquired 
from Swaziland. The results obtained are: — 

1. The one old row (7024) calved a few days after she arrived 
here. She herself unfortunately died from acute ineiritis. 1'he cailf. 
a heifer (7029), is clinically normal and ii is praeticnlly certain that 
her site is the bull 7015 as this was the only bull the owner used 
at the time. This heifer subsequently was served by her own father 
and produced a clinically normal male calf (7572). (The Pink Tooth 
female 7023 is probably a calf of cow 7024 — this is according to the 
owner.) 

2. The oiher old cow (7020) has contagious abortion and 
although served by bull 7015, never produced a calf al Oiiderstepoort. 
(The Pink Tooth ()x 7016 is her calf horn in Swaziland.) 

3. Cow 7019. She arrived here as a heifer and her first calf 
(7025) was actually horn in the truck on her way to Onderstepijorl. 
She herself is therefore almost certainly a daughter of bull 7015. One 
cannot however accept this as an absolute fact, as under practical 
conditions of farming, it is always possible that a neighbour’s bull 
may sometimes serve a cow, especially on an mifenced farm as is 
the case wdtli the farm concerned in Swaziland. 

Her firsi calf is a heifer (7025). She is clinically normal. Subse- 
quently she has been repeatedly served by bull 7016, has however 
never produced a calf and is apparently sterile.. 

Her second calf is a male (7388), is clinically normal and died 
w^hen it was about six months old from sand colic. On post mortem 
examination no evidence of porphyria was present. 

Her third calf is also a male (7678), is now’ six months old and 
is clinically normal. 
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This cow therefore produced three calves which are all clinically 
nonuttl and the probability is that she is not carryin^^ any porphyrin 
^enes. 

4. Cow 7021 arrived here us a heifer. She is alinosi certainly 
a dauffhter of bull 7015. 

Her first calf (7357) is a heifer born on the 7th March, 1937. 
The calf^s teeth were examined within two hours after it w^as born, 
when its teeth were seen to be of a pink colour. Its urine, however, 
was (dear, wdien it was examined on the 9th March, 1937. It bec^anie 
yellowish on standing, but no porphyrin bands were recognized on 
the 9th March, 1937. It, how^ever, containcMl a small amount of ether 
soluble porphyrin. On the 9th April, 1937, i.e. when it was a month 
old, the urine had a definite pinkish colour. Iteterence to this case 
was briefly made by Fourie and Rimington (1937), when it w^as 
recorded that the calf passes 7*7 mgm. coproporphyrin per 100 gni. 
dry weight of faeces and about 40 y per 100 ml. in the urine. A 
second heifer (ulf (7350) born on the same day, and sired by the same 
bull out of another normal daughter, is normal in every respect. 
It exciet(*h (1-41 y (;oprop(»rphyriii ])er 100 ml. of urine and but traces 
of this substance, only r(M‘ngnisable fluorosco])ically in the faeces. 
This is, theiefore, the fiist case of the condition, which I have been 
able to produce under experimentally (*ontrolled (‘onditions. This 
is a uniformly red calf (see Fig. 4) and did not show* any evidence 
of photosensitization. On account of the great interest which was 
generally taken in this calf, it was handled rath(|i fivcpTently. The 
mucous metnbrane of the mouth may in this way have been injured 
mechanically, leaving a portal (d* entry for the necrosis bacillus and 
when the calf was four months old, it died from calf diphtheria, w*ith 
which was associated ulcerative and necrotic gastiwnieritis and coin- 
meiicing pneumonia. On post mortem examination all the bones were 
of a reddish pink colour. 

Her 2n(l etilf (7()b4) was horn in April, 193S. This is a 
clinically m»rmal bull calf. 

Her 3/*(/ calf f7904) was born in June, 1939, and is a clinically 
normal bull calf. 

The Oow* 7021 is therefore undoubtedly a carrier of the 
porphyrin gene. 

5. Cow 7022 arrived here as a heifer. She is almost certainly a 
daughter of bull 7015. [See Fig. 4(a).] 

Her first calf (7356) was born here on the 7.3.37, and she is 
clinically normal. 

Her 2nd calf (7710) is a heifer, born on the 18th July, 1938, and 
is clinically normal. 

Her ^rd calf (7941) is a male, born June, 1939. 

This calf was examined within 24 hours after it was bom and 
has teeth of an intensive pink colour. The calf is red in coloin*. This 
is therefore the setwnd porphyrin calf born out of a clinically normal 
female. However, the sire of this calf is not bull 7015. It is not 
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absolutely rertain who the sire of this calf is. The eldest of the 
calves born out of unrelated females and sired by bull 7015 is a bull 
calf No. 7446, born on the 22.9.«37, This bull calf was kept in the 
same camp as cow 7022 and at the time this cow was served (beginning 
of September, 1938), to produce the porphyrin calf 7941, the bull 
oalf 7446 was just about 1 year old. There is therefore just a 



Fig. 4.-~(\>w 7021, a carrier (Dr.) with a porphyrin aftV*cted calf 7357 (rr.) both 
mother and daughter sired by hull 7015. 
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possibility ibat this bull calf may be the sire of the ])()ri)hyrin e.alf 
7941. If this is the case, the bull calf 744() musi be a carrier (Dr.) 
inheriting? the porphyrin f?ene from his sire 7015. It is, however, 
more likely that the sire is the porj)hyrin suspect bull 7597 to be 
referred to later. This bull owiiif? to the marked lesions he develops 
when exposed to the sun was only allowed to run wdth these cows 
during the night, w^hilst he w’as stabled during the day. If it is 
his calf final ])roof will have been furnished that he is a p(»rphyrin 
bull, showing marked {diotoseiisit i/at ion, w ithout well marked 
discolourisation of the teeth. 

After having given birth to two clinically normal calves sired 
by the carrier bull 7015. it was thought that the cow 7022 may be 
a completely normal animal (1)1)), but after the birth of her third 
<‘alf, she is now definitely classified as a carrier (Dr.). 

(i. Ctnr 702*‘b — When she arri^ed at ( hiderstepoort ^he was a 
young heifer, being the only female showing clinical symptoms of 
porj)hyria. She was lejieatedly served by the bull 7015, her tather, 
and it was at first thought that she may he sterile. She however 
exentually hebi to a service during the late summer (last week in 
Mai'ch, l!)57), aiul actually calved on th(‘ dOth December, 10*17. 

The animal 7025 does not show well marked evidence of 
[)hotosensiti/ati(m. She is a roan. Therefore she possibly has a 
good deal of pigment in her skin, this may explain the absence 
of lesicms of jdiotosensiti/ation, together with the fai*t that the 
aimmnt of porphyrin excreted by her is <*onsiderably less than that 
excreted by the two w’orst cases 1 have, viz. 7017 and 7018.. It is, 
therefore, j)0Sisib]e tlial although this animal does not show' lesions 
of photoseiisit i/at ion, her ])hotosensitive state, even though this may 
be of a mild degree, may nevertheless result in a celt a in amount 
of interference with normal conception, especially during the time 
of intense sunshine of midsummer. During the late summer or 
autumn this is not so severe, and this may have been the reason 
w’hy she held to a service during that time. 

//cr Isf muJ ofihf rnlf so far wnn born on the 50tli December, 
1957. She could not calve normally. I had to deliver the calf. 
It was a dorso-sa(‘ral ])resentutioii with lateral deviation of the head. 
When this was corrected the calf was delivered without difficulty, 
'riie tongue was, how(‘ver, very markeilly sw'oollen and x>i’<druding 
from the mouth and the calf did not breathe. Artificial respiration 
wais practised and eventually breathing cojnmeiK'ed. The calf could 
not stand, it was slung in a bag, with four holes for the legs and 
fed by bottle. It drank readily, but its head and its neck was never 
normally straight. It <oubl bear w’eight on the hind legs, but not 
on the forelegs. In s])ite of nursing this calf very carefully it died 
after ten days. Its inability to stand w^as put down to an injury of 
the neck during birth. The teeth of the calf were not markedly 
discoloured, but on jiost mortem examination all the bones w’ere 
found to be of a uniform pink discolouration. This calf, therefore, 
is the third case of porphyria produced under experimentally 
controlled conditions. 
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Eculence of the Ifecessive Nature of the Inherited Character, 

If the (jharacter were dominant one would expect clinical 
evidence of the condition in one of the parents or in a proportion 
of the first generation progeny of one parent, when mated to an 
unrelated animal. There is no evidence that this lias occurred. 
When the bull 7015 was mated to ten unrelated heifers the condition 
was absent in the 8 calves which %vere bom out of these females. 
It is true that the first cases of the condition appeared in the first 
generation when the bull was used on the Swaziland farm. If the 
females to which the bull was mated are unrelated to the b\ill, one 
could not exf lude the possibility that the character may be partially 
dominant, but I have n(»t the slightest hesitation in ac^cepting the 
owner^s word that the second bull* he used was out of the same 
herd as the third bull 7015. From this it is assumed that the bull 
was being mated to related females. 

The evidence which favours the conclusion that the character 
is recessive is ; 

(1) The bull transmitting the condition is himself clinically 
normal. 

(2) Under practical farming conditions a proportion of cases 
appeared when the bull, himself clinically normal, was 
mated to clinically normal females, which were, however, 
related to him through a previous common ancestry. 

(3) Under experimentally controlled conditions three cases 
of the condition were produced (1) by mating the bull 
to his own daughter, .she herself being clinically normal, 
(2) by mating him to another daughter showing clinical 
evidence of pink tooth, and (3) by mating a daughter 
(7022) of the bull 7015, to either one of bis sons (7446) 
or to another porphyrin bull 7597. ' 

t 

It is hoped in due course to produce final conclusive proof that 
the character is a recessive one by mating an affected bull to affected 
females, when all the progeny must be affected cases. But it will 
probably take a good many years before this can be done. It will 
have been olxserved that no attempt has been made to discuss the 
percentage incidence of pink tooth in these breeding experiments. 
Clearly these experiments have nof yet reached a stage which would 
justify a discussion of the percentage incidence. This is of 
importance in determining whether the character is a simple 
recessive or otherwise. It is somew^hat doubtful, if one w^ould be 
justified on economic grounds, to maintain sufficuuit animals, merely 
to prove this point. 

If the character is a simple recessive, the transmission occurs 
as follows : — 1) represents the normal gene in so far as the abnormal 
character is concerned and r represents the abnormal gene. A 


* This bull, long since dead, was not a registered animal and therefore no 
pedigroe is availaole. 
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completely normal animal in so far as bovine congenital porphyri- 
nuria is concerned will have a genetic constitution of 1)1), a carrier 
animal Dr and the affected animal it. Mating now the carrier bull 
7015 (Dr) to a completely normal animal (DD), the ])ossibilities 
are DD, DD, Dr, Dr. Thus 50 per cent, of the cases will 
be c.omplelely normal and 50 i)er cent, will be carriers. In mating 
a carrier animal (Dr) to another carrier animal the possibilities are: 
DD, Dr, Dr, and rr. Thus i)er cent, of the progeny will be 
completely normal, 50 per cent, will be carriers and 25 per (tent, will 
be affected cases. 

In muting a normal animal to an affected animal, all the progeny 
must be carriers (Dr) and when mating affected cases all the progeny 
must he affected cases (rr). 

Up to the time this Swaziland herd was found nothing was known 
concerning the hereditary nature of congenital porphyrinuria iii 
animals. In referring to congenital porphyrinuria and other 
anomalies in man (larrod (102"!) states that “ if the lack of a special 
enzyme he in (»a(*h instance the underlying facloi. it is to be expected 
that they should behave as Meiidelian iwessive characters. 

Cockayne (19d?l) believes one form of congenital porphyrinuria 
in man to he a recessive disorder due to a single gene, with an 
unexplained partial limitation to the male sex and another form 
to be dominant. 

Tlie (juestion now aiises as to whether this 'character must be 
regarded as an inherited lethal character. In accordance with the 
definition of lethal chara(*ters given by Hull (19'‘{4) that “ all 
hereditary conditions causing premature death must be classified as 
lethal regardless of the age at which they are eff*ective it seems 
to me that the lecessive inherited charaeter of bovine ccmgenital 
porphyrinuria must also be regarded as lethal. 

It is true that most of the syiiiptoms which develo]) in hovines 
are due to phot(^sensitizatiou, when the animals are kept under 
natural conditions, as a resuH of which they become exposed to the 
sun. However, one does me(4 with cases which do nol seem to 
thrive even though the\ are protected against the harmful rays of 
the sun. 1 have at the moment two oxen (7(117 and 7018) under 
e\])eriinen1al observation. Animal 7017 excuetes somewhat more 
porphyrins than animal 7018. When bo(h are protected against the 
sun hy stabling, animal 7018 puts on weight and looks a magnificent 
animal; 7017, on the other hand, is not in good condition. It would 
seem, therefore, that in the case of ox 7017, the presence of the 
porphyrins may have a general harmful effect. It is, of course, not 
possible to say that this animal is otherwise completely iioriiial. The 
animal has however, been tested and found t() he negative* for 
tuberculosis and there is no clinical evideiK'-e of any other 
abnormality. Both these animals have at the moment rather 
puzzling red (*ounts when they were examined haemalologically 
during f^ebruary, UK18. 7018 had 7*0 million red cells per c.mm., 

and 7()17 had 5 0 millions per c.mm. In August, 1938, 7018 had a 
('ouut of 5T> million and 7017 of 5*0 million. In December, lOilS, 
7018 had 4*4 million and 7017 3*7 million cells per c.iiini. 
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The animals are admittedly beiu^^ kept under rather abiioniial 
eonditioiiiS. They do not gel any exercise at all and green food is 
not regularly available. If this may be a factor which is at present 
influencing the blood picture is not definitely known. 

Fourie (III'KI) pointed out that the (aises of congenital bovine 
porphyrinuria occurs in the male in 77 per cent, of <^ases. In man also 
the great majority of cases are males. It would seem as if there 
may be a partial sex limitation in this condition, but it is certainl> 
not sex linked in the ordinary way, as in South Africa five cases 
in heifers are known. 

(Iiiotrp 2. — SiioRTiioitx Bull 7597. 

1^his bull was briefly referred to by Fourie and lloets (1939). 
This is an animal showing marked lesions of photosensitization. 
When the skin lesions were first seen, their cause was not known to 
the farmer and no attempt was made to protect the animal against 
the sun. The lesions were therefore of an acute nature. There is 
marked reddening and in places more or less raw surfaces are exposed. 
The lesions are very extensive occurring on the skin of the back and 
extending over large ar<‘as of the thorax on each side. (See Fig. 5.) 



Fig. o. — The suspected bull 7597 shewing lesions of photosensitization. 


The teeth of the animal are, however, not discoloured, or if 
there is discolouration of the teeth this is so slight that one cannot 
recognise it definitely when examining the teeth in the ordinary way 
with the naked eye. Well marked discolouration of the urine is also 
absent. The porphyrin excretion in the faeces is on a low level, as 
compared with the affected cases in Group 1, but definitely higher 
than in other bovines whi(jh are clinically normal. [Total daily 
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|)oi*])hyriii iu cases in (iroup 1: TOKi, ; 7017, 1*0 j*:!!!.; 701(S, 

*8 gin.; bull 7097, 11*298 nigiu; clinically normal bovines vary 
from t\ ingm. to 8*9 mgm., but the animal which has 8*9 mgm. is 
related to porphyrin animals (see (Iroup 1, Xo. 7022) J. TTroporphyrin 
could not be found in the urine and at this stage it is not clear if 
the absence of the uroporphyrin may exi)lain the absence of discolou- 
ration of the teeth and the urine. 

When 1 heard that a certain farmer had this animal showing skin 
lesions and when I heard that this was a shorthojn bull, it was natural 
to look for a common ancestry between this animal and the Swaziland 
shorthorn bull, No. 701b. Knowing that bull li)V) was bred in a 
herd in which the imported bull Koyal Kegent was used as a sire, 
I wrote to the owner of bull 7597 and amongst others I asked him 
if this bull had any Royal Regent blocal in him. Tie replied that 
the sire of the hull is Fairview Royal Regent TV. This seemed very 
satisfactory as it was inferred that “ Royal Regent ” in the name 
Fairview Royal Regent IV, must be eviden(*e of some relationship 
between this bull and the imported bull, Royal Regent. In consulting 
the herd book in order to (iontirm this it was immediately seen that 
the bull, Fairview Royal Regent IV, was siied by another imported 
bull, IMtsford Abbot 2'‘12()0G. Foiise<|uently there is no South African 
relationship between him and the bull Royal Regent. It was there- 
fore necessary to make a painstaking seai'ch for any common ancestry 
by consulting the shorthorn herd bo(d\s. The results of this exami- 
nation are: — 

Ancestry (»f hairview* Royal Regent IV (8d(l7) 


t 

Rullechin Roan Rose bv 
Victor Chief 825:12 

g.d. Scottish Rosebud b,v 
Scottish Archer 59893 

ggd. Red Rosebud Ist by (rraresend 4t)4()l 
Red Rosebud b.v Borough Member 33181), 
Rosebud by Novelist 34929, 

Rosebud 1st (1879) by Diphthong 17G81 (18t)0). 
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Pitsford Abbot 2326(K; 

Rick ford Raider 175474 
(^ollynie Royal Regent 148043 
Masters! r(>ke 120820 
Max of Clunie 112487 
Douglas Commodore 10525t) 
Jim Sidey 99230 (1907) 

Avondale 94085 (1905) 
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The first common ancestor between the bulls Royal Regent and 
fairview Royal Regent IV therefore is the bull Gravesend 464GL 
If we, however, work backwards from Rosebud 1st we find: 

Rosebud 1 st is the dam of Rosebud by Sir Christopher. 

Rosebud is the dam of Roan Rosebud by Borough Member. 

Roan Rosebud is the dam of Roan Rosebud 2nd by Gravesend 
4G461. 

Roan Rosebud 2nd is the dam of Roan Rosebud 3rd by Pride 
of Aberdeen G1484. 

This establishes a further common ancestry between the two 
bulls. This will be (dearly seen if reference is made to the j)edigree 
of the bull Royal Regent already recorded earlier on. 

The bull Royal Regent is four generations removed from the bull 
Gravesend and the hull Fairview Royal Regent is some 12 generations 
removed from the bull Gravesend and 14 generations from the cow 
Rosebud the 1st. 

It is very interesting to be able to establish tlii^ common ancestry 
and it is of course possible that the recessive jxu’phyrin gene may 
have been successfully transmitted through all those generations. 
It is, however, no proof that any of these ancestors wc^re affected 
cases (rr) or even carriers (Dr) of the ])orphyrin gene. In a breed 
like the shorthorn or any pure breed of (‘attle, it is obvious that on<‘ 
must eventually arrive at a eonimon am'estor for any two animals if 
one goes back far enough. All that one can say is that this common 
ancestry may afford a ])ossible clue of the manner in which the 
imrphyrin gene has been transmitted. In this connection oue should 
also bear in mind that there is no definite evidence that the bull 
Royal Regent 122G49 is a carrier (Dr.) of the porphyrin gene. He 
is implicated by inference, as the p^orphyrin carrier bull 7015 aiul 
the bull wbicdi was previously used in the Swaziland herd were out 
of the same original herd in which the bull Royal Regent was used 
as a sire. 

[f the bull Royal Regent and the bull Fairview Royal Regent IV 
actually did inherit the recessive gene from a remote common 
ancestor one is here faced with a most extraordinary coincidence in 
that this rare anomaly was introduced into South Africa along two 
separate but related blood lines and that in the case of the Itoyal 
Regent blood line clinh^al (’ases appeared as a result of accidental 
(dose breeding. The dam of bull 7597 is not a registeri*(l cow and 
up to the present I have not Wem able to find out where she may have 
obtained Ihe recessive character. 

“ Royal Regent ’’ in ihe name Fairview Royal Regent IV was 
used because of the relationship of the bull to its ancestor Collynie 
Royal Regent — but Royal Regent ” in Collynie Royal Regent, I 
am told is pure coincidence and was not deliberately used to indicate 
a relationship between the bulls Royal Regent and Collynie Royal 
Regeni . 
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Groups 1} ano 4. The Cedaka Case and the Ladysmith Casks. 

The Cedura case was described by Eourie aiul Ilimington (1!)38;. 
Flight (1988) described the occurrence of the condition in two heifers 
(Ladysmith cases). T am indebted to him for a jiersonal communica- 
tion concerning* their history. A clinir-ally normal registered 
Frieslaml Hull Kamnatie (^harles wtis used as a sire in the Ladysmith 
area for a number of years. He sometimes served his own daughters. 
The two aftected heifers are his granddaiighter.s, out of his own 
daughters. Hoth the dams are clinically normal. Those of his other 
descendants which were available for examination were found to be 
clinically normal. A full sister of one of the atfected heifers is also 
clinically normal. These cases constitute further evidence of the 
recessive nature of the character. (See Fig. (I.) 



Fig. 6. — The Ct'dara case (rr.) with w’oll grown calf (Dr.). 


It would be surprising if one canmd establish a common ancestry, 
by a careful study of the ancestors of the I'edara case and that of the 
Ladysmith cases as both these are Frieslands. This indeed is the 
ease, and here also, as in the case of the two shorthorn groups, the 
common ancestry may possibly indicate how* the recessive character 
has been transmitted, hut one cannot accept it as proof that that is 
the case. The common ancestor is the bull Albert 18()(*dL He is five 
generations removed from the Cedara case (rr) and four generations 
from the carrier bull Kamnatie (.Varies (Dr) both on the sire and the 
dam side of the dam (l)e Goede Laaste) of the bull Kamnatie (Charles. 

Alberta in the name of the bull Alberta Roland does not 
necessarily indicate Albert 1306^ blood. Alberta is merely a prefix 
used by a particular breeder. This common ancestor may or may 
not contain the recessive porphyrin carrying gene. Should one get 
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other cases in which the Albert blood shows up so prominently one 
would have reasonable grounds for suspecting it as the carrier of 
this abnormal factor. 

The ancestry of the Cedara case is: — 

Cedara Ria 4th No. 177 — Cedara case — 


Cedara Bia 2nd No. 113 Cedara Joe 


Cedara Jetzke 2nd Nelsrust Coinniodore 2nd 1707 

_L,_. 

Ogden Hall Alherta Nelsrust Beatty 2nd 

Akke lil 1902 Albert II 1247 

119/266 F.R.S.K. 

Akkl ri Albert 1306H 

The extended jiedigree of the bull Kaninatie Charles, kindly 
supplied by the Secretary of the Friesland Breeders Association, 
Bloemfontein, is: — 
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At the preHeiit time there is this extraordijiaiy iixvA, that l><>viiie 
con^i^euital jiorpliyrimiria has been found in four ditferent ^»:r<)ups 
of cattle in South Africa. (For the moment I am assuminpc that 
bull 7597 i'* a genuine case of the cfmdition In the absence of 
reliable standards <d' (juaiititative porplivrin excretion in a sufficdeiit 
number of mumal animals, the final proof iiinsl be furnished by 
breeding exj)eriments, already commenced, unless, of course, this bull 
should prove to be sterile, an eventuality which is not unlikely,) Two 
of the groups art* short liorus, in which it has been possible to establish 
a common ancestry, all)eit a remote one. The other two groups 
are Frieslaiids and heie a common ancestry ai)i»ears within the hrsi 
five generations. Although this is the case, a conclusion at this 
stage that the common ancestor is the carrier of the porphyrin 
gene in the grou|)s of shorthoric and Frieslaiids concerned is 
premature. 

It is, however, very lemarkalde that so many ot tlie.se case.s 
should he found in South Africa and not in the parent stock in 
(Ireat llritairi and Holland. My own opinion is that there are 
certain to he cases in tho.se coiiniries, but they remain unrecognised, 
lly saying tbi.s 1 do not mean to convey that veterinarians in South 
Africa are better or more accurate observeis than their colleagues 
in (treat Hritain and llidland, but tli(‘ reason almost certainly is 
to be found in the ditferenee of climate in South Africa and that of 
Holland and (treat Ilritain. In South Africa the intense sunshine 
throughout the year is n‘s]K)nsible for inarkeil lesions which develop 
because of the plio(<»sensitizatioii in the jiorphyrin animal, and also 
for the fad that such animals do not thrive, Smdi abnormalities 
force the owner to seek professional advice, whereas in Europe, the 
lack of intense sunshine will not produce lesions and disturbamtes 
to the extent tliey are seen in South Afiica and the cases may, 
therefore, never be brought t<i the notice of velerinai iaiis in tliose 
countries. 


Sl'MUVIIY AND (’oxci.l SIONS. 

1. Jn mating a bull (7(115), being a earner of the porphyrin 
gene (Dr) t<» ten unrelated heifers, 8 calves were j)io(luced. Tlies<‘ 
are all clinically normal. 1’his is regarded as evidence that the 
inherited charai-ter is not dominant. 

2. In mating bull 7015 (l)i) to his own daughters the result > 
are (o) 7019 had d normal calves, 7019 is therefore probably a 1)1). 

(h) 7021 bad 2 calves. The first calf suffered from congenital 
porphyrinuria. 1'he second calf is normal. She is therefore a 
carrier (Dr). 

(c) 7022 had li calves, tw’o are normal, the did is a case ot 
pinktooth. She is therefore und6ub1edly a carrier (Dr). 

(d) 702d is an affected heifer (it). She bad one calf, also an 
affected case. 
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(e) 7024 is not a clau^^htor, hut related to bull 7015 through her 
own sire. »Slie had one affecled calf, 702J1, and one normal calf 
7029. This normal calf was mated to her own father (bull 7016) 
and a normal calf was i)rodiieed. 7024 is therefore a carrier (Dr) 
and her calf 7029 may be either completely normal (DD) or a 
carrier (Dr). 

These results indicate that bovine rouf^enital porphyrinuria is 
inherited as a recessive character. 

3. The recessive character wm probably introduced into the 
Sw’azilaiid herd by bull No. 2 used % the owner. This bull ivas 
apparently never used on this owui daiij^htei's and as the character 
is not dominant, no cases were seen in that herd duriiipf the time 
of his reign. The 3rd bull, No. 7015 was bred out of th(‘ same 
herd as bull No. 2. They were therefore related and probably 
inherited the recessive character from the same sire, the bull Royal 
Regent. Bull 7015, was therefore mated to related females and 
within a relatively short time, 13 cases of the condition were observed 
in that herd, whilst the bull 7015 was being used as a sire. 

(4) When the Friesland bull Kamnatie Charles was inbred t<» 
his own daughters two eases of the condition were observed. 1'his 
bull is therefore a carrier (Dr). He is related to a grade Friesland 
cow, suffering from the condition (rr) (Oedara Cme). 
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|•nllt^*(l in tin* riii<m ol‘ Soiitli Africa )»y tho 
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Notes on the Determination of the Fibre 
Fineness of a Merino Wool Sample. 

Hy V. HOSMAN suid C. M. VAN WYK. S.>(iir)i) of Wool 

( liiderstepoort. 


Tiim tec liiiiijiu* adopted in Stuitli Africa foi* deterniininj»‘ the fibre 
finet»ess of a Naiiiple (d wool, altbou^li essenlially thaf described by 
Duerdio) (1929), has ceriaiii niodificafions which are here outlined. 

Ill the piex'iit c<Hiti ibut ion it is intended to deal with (he method 
of jirejiaring* a wool sample for mouutine- and with its measurement. 
The results dealing** with the sampling* of the merino fleece, both 
on and oil the li\e slieep, will be dealt with in anotbm* paper. 


\'llO\ OF THE S.\.Vll*LE FOK Moi’.NTIMi. 

(//) l^reltminai ji dcificasnnj o/ samffle. The grt*as,\ sampl(‘ is 
Avashed in cobl henzene so as to remo\e most of tin* impurifies. Tlu‘ 
ether method of mi.\ing* is suhse(|mMitl\ used ami this rom<»ves fhe 
lesidual im]miities. 

(h) The cufhuf/ oj the fibres fitr mi.rlufj. — (Iwing to the 
variability in fibre fineness alongr the leiigfb of fibit»s, it is necessary 
fhat an average of several points along the fibie bundle be taken, 
for which purpose the method described by Duenbui (1929) is being 
used. It consists in eitlier ('lifting the sample into fragments along 
the entire length of the fibre -bundle, or else, remosing the fragments 
at ecjual infeivals of approximuiely a j inch along the length. Mulan, 
Carter and van Wyk (1938) showed that Ihere was no difference 
between the two imdbods in the case of a small sam])io w’hich was 
(Ut at three ]>oints and also along its entire length. 

Methods for (Hitting the fragments have also been investigated 
and those of other workers tested. VYildman (1936), Wildinaii and 
JJuniels (1937) and later Malan, Carter and van Wyk (1938) gripped 
the fibre bundles between strips of paper. Huberty (1938) described 
a method of cutting fiaginents with a razor blade, a method w’hich 
it is claimed, results in shorter and more uniform fragments. This 
method was tested and it w^as found difficult to cut, Avith a single 
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stroke, a)ll the fragmeuts from one region, an essential condition in 
the case of raw wool, as will be clear from the following 
considerations. 

It has been shown (Bosnian, 1937), that such factors as differen- 
ces in the plane of nutrition of the sheep, period of lactation of the 
ewe, etc., can cause marked differences in the fibre fineness of.different 
regions of the staple. Where fragments are therefore removed at 
equall intervals from the stajile, care is nec^essary to ensure that all 
regions contribute the same number of fragments to the total. 

After the fragments have been cut at intervals, they can quite 
easily be clipped into shorter pieces with the aid of a pair of finely 
pointed scissors, but for raw wool this method has the disadvantage 
that the originally cut longer fragments probably ciontribute a 
greater j)i*oportion of smaller fragments to the total than do the 
shorter original fragments, and, if longer fragments are cut in any 
special region, the result is biassed in favour of that region. If, with 
Huberty’s method it is not possible to (*ut the ultimate fragments 
for mounting with a single stroke of the razor blade so as to ensure 
an equal number of fragments from each region, the method is not 
suitable for raw wool. 

In routine practi(*e, the method of gripping the wool bundle 
between the fore-finger and thumb has given very gcMxl results and 
the method has been adopted for general use in our laboratories. 
With practice, and the necessary care, routine assistants are able 
to use this method to better advantage than has been the case with 
other methods. It has also been found that uniform short fragments 
give a better mixture than do the uneven longer ones and very good 
lesults have been obtained with a little training. Slides made by 
this method have shown an even fibre distribution without any fibre 
clusters on the slide. 

There is a limit to the shortness of cutting the length of fibre 
fragments, since the scissors distort the ends of the fragments. It 
has been found that fibre lengths of from J to ^ millimeter can be 
cut with ease and give satisfactory results. 

The objection to this method, that several fragments from the 
same fibre are included and consequently that the same fibre may be 
measured more often than once, has been investigated. It was found 
that the bundle contains many thousands of fibres while the number 
of points at which fragments are taken seldom exceeds 10, so that 
the chance of measuring the same fibre more often than once is 
exceedingly small. 

Mounting the Fragments for Measurement, 

The cut fragments are transferred to a test tube of about 2 cm. 
diaineter and 6 cm. deep containing ether. The fibres are shaken, 
giving a uniform dispersion of fraraents which are allowed to settle. 
Successive clumps, taken at ranoom by finely pointed forceps are 
placed in row^s on a black cardlioard where tne ether is allowed to 
evaporate. 
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A thin layer of Euparal mounting medium^ (which has been 
found to be superior to other mounting media such as (yunada Balsam, 
Cedar wood oil, etc.), is spread on a glass slide and the clumps of 
fragments, iaken at random from the cardboard, stirred by the aid 
of dissecting needles, into the Euparal until the fragments are well 
distributed. 

A cover slij) is finally pressed down over the slide, excess Euparal 
being removed at the edges of the cover slip by means of blotting 
paper. A fW fragments of fibres are removed with the excess Euparal, 
but the remainder is sufficiently representative of the cniginal. With 
practice it is ])ossible to use just the right amount of Euparal for a 
minimum loss of fibre fragmenis and also for a. complete absence of 
air bubbles in the slide. 

The (juestion as to whether successive clumps of fragments taken 
from the test tube are similar, has been tested. Each successive 
clump that was placed on the cardboard, was mounted on a slide and 
measurements taken. The results are summarised in Tables 1 and 2. 

Tahlk 1. 

77/c Fibre Fmeitess of svccessive Chmipn taken from the 
Ether Teat Tnbe, 


1 Mean Filin* 

Clump No. ! FineneHs. 

n 

1 17-40 

2 ' 17-55 

3 17-76 

4 17-69 

5 ; 17-52 

6 ‘ 17-81 

7 ■ 17-68 

8 17-97 

9 17-51 

10 I 17-32 

20 18-13 

30 18-11 

40 17-98 

50 17-97 


Table 2. 


Variance. | Standard Dev. j Logc S.D. | Z. 


Between slideH j 2-0215 I -7041"! | -2659 

Within Hlidos | 1-5503 j •4382J (Wg = 3486) 


* The TcK'haical Conianttee of the International Wool Textile Organisation 
at its 1939 meeting decided that for routine purposes not requiring the pre- 
paration of permanent slides, eedarwood oil was preferable. 

This aspect has, liowever, been carefully investigated in our laboratories 
and it has been found that for studies of ivool from production aspects, such 
as in breeding experiments and others, where permanent slides for referenct^ 
purimses are essential, the use of Euparal is preferred. Furthermore, cedarw'ood 
oil does not give the same elear fibre outline as Kuparal. 
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According to Fisher, the analysis of variance indicates no signi- 
ficant diflPeretK^e between the variances between and within slides. 
The fact that several clumps, taken at random, made up one slide, 
justifies this method of preparing slides. 

An alternative method of mounting fibres was desciibed by 
Malan, Garter and van Wyk (1938). The fragments were mixed in 
ether in a shallow dish, excess ether was poured off and the remaining 
ether allowed to evaporate. Clumps of dry fibres were shaken out 
by tapping the cut fragments over the slide that had a thin layer of 
Euparal. Another thin layer of Eiiparal vvas then placed on the 
cover slip which was pressed down over the slide. It was found that, 
by this method, fragments of fibres were prevented from being forced 
out with excess of Euparal. 

While this method gave satisfactory results, it has not found 
favour in our laboratories, the reason being that dry fibres are 
difficult to handle this way, and there is a jmssibility that the lighter, 
finer fibres imiy be blown away during the tapping process. 

Httmidity. 

All slides are mounted in a room maintained at constant 
humidity and temperature, and in this way variations due to 
swelling of the fibres are eliminated. Tests were, however, made for 
conditions outside the Constant Humidity (Chamber, so as to be 
applicable for (aises where the coiitndled conditions were not avail- 
able. The test, carried out over a period of 19 days, consisted of 
(Uittiiig up a sample of wool into fragments and mixing in ether. 
Clumps of fragments were placed on a black cardboard and dried in 
a desiccator for a few days. The clumps of fibres were then jdaced 
in a room where the relative humidity was (leterinined at intervals 
by a whirling hygrometer. Two slides were prepared from the frag- 
ments at different humidities and, as a check on the moisture content, 
a standard sample, which had been washed in ether, was weighed in 
proximity to the fragments. The results are given in Table 3. 


Table 3. 




Mean 

Regain of 

Relative* Humieiity. 

Temperature. 

FineneHH 

Standard 



(fL\ 

Sample. 

Per cent. 


! 1 

1 

; Per cent. 

13 

32^0. 

20-4 

1 6-8 

IS 

27** C. 

20-2 

1 8-6 

30 

29** C. 

20*0 

1 9-6 

60 

26® C. 

20-6 

12*8 

70 

21® C. 

20-6 

162 

76 

22® C. 

20-8 

169 

80 

22® C. 

21-0 

17*9 


The difference between the values at 13 per cent, and 18 per 
cent. R.H. is not significant but the difference between the values 
at 13 per cent, and 30 per cent. R.H. is just significant at the 5 per 
cent, probability level. Such irregularities may be ascribed to 

404 



V. BOSMAN AND C. M. VAN WYK. 


several causes, such as the large variations in temperature, the fact 
that some humidities were reached under adsorption conditions and 
others under desorption conditions, and the lag in taking up or 
losing moisture at each humidity. The results show the necessity 
for preparing the slides under controlled conditions. 


The Influence of Ether. 

It has been stated by Daniels (19»‘38) that the values obtained 
from permanent slides made from ether and Euparal were 
consistently lower than those made from cedar oil, and this was 
attributed to the contraction of the fibres by ether. 

A series of tests, using different treatmenls and mounting media, 
was therefore carried out. 

A saiiiph* was (uit into fragments udiich were mixed in ether. 
Fibre clum])s were withdrawn from the mixture and lai*l on a black 
cardboard in the usual way. When the ether had evaporated, every 
second clump was placed in a test tube containing distilled water. 
The fragments were mixed and shaken in water until all had been 
thoroughly wetted. Clumps were then withdrawn and laid on a 
<;ard. Both sets of clumps, the ones mixed in ether only and the ones 
mixed in ether and water, were placed in a desiccator for 24 hours 
and then exposed to an atmosphere of constant humidity and tempera- 
ture. Slides were made of each set of clumps, using Euparal, for 
the measurement of 500 fibres from each set. This procedure was 
followed with two samples, the results being summarised in Table 4. 

Table 4. 


I 

Mean Fineness (/i). i 


SampU*. 

Mixed in 

1 Ether. 

1 

1 Mixed in j 

1 Ether and 
> washed in 
Water. 1 

Difference' | 
(f*). 

S-E. of 
Diff. 

1 

=== Diff./ 
S.E. of Diff. 

1 

. j 20 012 

' I0-732 i 

0-28tl 1 

0-23a') 

M74 

•J! 

. ! 17-2H2 

■ 17-162 

0140 

1 0-1H.')2 

0-756 


The values obtained from fibres mixed in ether are not signifi- 
cantly different from those mixed in ether and water (when yt-^500). 

A further series of tests based on 15 pairs of slides, in which 
some fragments had been mixed in ether only and some in water 
only, was carried o\it. The results are summarised in Table 5. 

Table 5. 


Mean Fibre fineness of slides. I 

^ j Difference. 

Mixed in Ether, i Mixed in Water. ' 


S.E. of Diff. 


‘t”. 


20*696 


20411 


0*285 


± 0 075 


3-80 
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These results show a significant difierence between the fibres 
mixed in ether and those mixed in water. It is shown that the fibres 
mixed in ether are 1 per cent, thicker than those mixed in water and 
it appears that the ether caused the fibres to swell. 

Tests were also made on fibres mounted in cedar wood oil and 
those mounted in Euparal. The results are given in Table fi. 


Table 6. 



Mean Fibrt* Finenesa (fi). 

{ 



Treatment. 

Mounted 

in 

Euparal. 

1 

Mounted 
in Cedar 
Wood Oil. 

Difference. 

8.E. of 
Difference. 

“ t 

Mixed in ether 

1 

20*696 

20-4<l0 

0-290 

± 0-1201 

2*84 

Mixed in water 

1 

20-411 

20-281 

0-130 

± 0-0576 

2*26 


In both cases the fibres mounted in Euparal gave significantly 
higher values than those mounted in Cedar wood oil, the difference 
again being of the order of 1 per cent. These figures also suggest 
that, when slides are made with fibres mixed in ether and mounted in 
Euparal, the results are about 2 per cent, highei’ than those mixed 
in water and mounted in Cedar wood oil. In all these tests the 
fibres were dried in a desiccator before being exposed to the constant 
humidity conditions, so that swelling took place under conditions ot 
adsorption. 

The Measurement of the Fibres. 

The measurements were made on Zeiss Lanameters. The magni- 
fication on the screen of each instrument was found to vary from the 
centre outwards and it was necessary to use only an area that could 
be accurately standardised. A ciicle of radius 4 cm. was drawn in 
the centre of the screen, the magnification of fibres falling within 
this circle being adjusted to exactly 500. In routine measurements 
only fibres lying within this circle are measured. 

Each slide containing the wool fragments is systematically read 
in the manner shown in Figure A. Dotted lines represent the regions 
where fibres^ are measured while arrows indicate the direction in 
which the slide is moved. 


Fio. A. 
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There are ten regions of measurement and one tenth of the 
desired number of reaclings are taken in each region. By thi-^ meihod 
measuremenls an* made over the whole slide. 

Ah a cheek on the uniformity of the distribution of the frag- 
ments over the slide, tlie n*siilts are recorded in successive groups of 
25 measurements. 

An analysis ot variance is made comparing the variance between 
groups of 25 with the variance within groups of 25. Cases which 
occurred in a sampling experiment during the measurement of 10 
slides are shown in Table 7. 


Tablk 7. 


(Jompariwn of Variance hehreen and within Groups of 25 Headings. 





1 ■ ~ 

- 




(Use 1. 

1 

(Use 2. j (Use 3. 

(’ask 4. 

Ca.sk 5. 

Variance, 

1).F. 

Mean 

Sejuare. 

Mc^an 1 Mean 
Scjuaiv. j Sejuare. 

Mcian 

Scfuaiv. 

’ 

Mean 

Scpiare. 

Between groups oi 2A rcNidings. . 

m j 

4 '8411 1 

4-1(102 i 3-6078 

4 0997 

4*5157 

Witliin groups ot 2") readings. . . 

’2Am ; 

4 •8529 

4-1076 1 4-3512 

3*9925 

4*2757 

Total 

. '2.m) j 

1 

4*3722 

4-1073 j 4-3241 

3*9907 

4 *2852 


These results show that the fineness distrihiition of the 
fragments over the slide is satisfactory. 

In routine practice, duplicate slides are usually made and half 
the total number of readings taken from each slide. The difference 
between the slides has to conform to the demands of statistical theory. 

Thk Ni mhku ok Kihues MKAsrinuj. 

Since the number of measurements necessary from any one 
sample depends on the variability within the sample, the statistical 
(constants serve as a guide for determining the number of measure- 
menis to be made. It has been shown that for Merino wool, 25U 
measurements are generally sullicient to bring the peimissible error 
to within d per (!ent. of the mean and although many of the samples 
need less than 250 measurements, it is simpler and cpiicker to measure 
250 straight off than to measure a number less than this for a preli- 
minary statistical test. 

The procedure thus is to measure 250 fibres on all Merino 
?>ample8 and then work out the statistical constants. Tt is very 
seldom that more than this number need to be measured. 

A convenient chart (Fig. B) showing the relationships between 
the statistical <!onstants and the number of fibres necessary for 
measurement is used and has proved very valuable for routine work. 
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The Hitman Element among Observeks. 

Serious differences have been noticed among different observers^ 
and special investigations on this aspect have been undertaken in 
our laboratories. It has been observed that although differences 
among observers are often constant, they are not necessarily always 
so. 

Three sets of slides measured by four observers are here sum- 
marised, each observer measuring 125 fibres from each slide. 

The results are given in Tables 8 and 9. 


Table 8. 

Mean Fibre Fineness (fi). 



i 


Observerh. 




A. 

B. 

1 

C. j 

i). 

Ist Set (26 slides) 


18-84 

1 

j 18*46 

18*76 

18*69 

2nd Sot (43 slides) 



27*14 

26*67 

27*31 

27*04 

3rd Set (36 slides) 

i 

23*62 

j 22*82 - 

23*92 

1 

23*65 

1 


Table 9. 

Differences between Observers B, C and D (in /x). 


B. j C. n. 


A. l8t Sot 0-38 ± j 0 08 ± 0*0661 U*15 ± 0*0765 

A. 2nd Set ' 0*47 ± 0 0942 !~0*17 ± 0*1194 0*10 ± 0*1242 

A. 3rd Set • 0*80 ± 0*0847 i-0*30 4 : 0*0599 -0*03 ± 0*a')33 


B. Ist Set j 1-0-3D ± 0*0676 | 0 23 ± 0*0769 

B. 2nd Set -0*64 ± 0*1263 ' -0*37 ± 0*1280 

B. 3rd Set i -1*10 t 0*0954 i-0-83 ± 0*0794 


C. let Set { i 0*07 ± 0*0496 

C. 2nd Set ! ! . 0*27 ± 0*0921 

0. 3Ki Set I ■ * 0*27 ± 0*04.50 


Significant differences are in black type. 

The results show that there are significant differences between 
observers except between A and D, where the differences are not 
significant. It is also shown that the differences are not constant. 

An important fact, that was also established, is that, when slides 
are measured continuously without the observers having a change on 
to some other work and without, a periodic check on the observers, 
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serious differences can develop. It is shown in the tables that, in 
general, there is a tendency for difference between observers to be 
greater in the third set of slides except between observers A and D. 
A closer study of the results has led to the conclusion that a lack of 
concentration developed during the reading of the third set. This 
was largely attributed to the factor of fatigue. 

Special tests were also made on the systematic differences 
between observers. A hundred synthetic fibres were mounted parallel 
across the slide and the four observers were made to measure the 
hundred fibres carefully at the same spots. The averages of three 
such sets of readings, each taken at a different level of the slide, are 
summarised in Table 10. 


Table 10. 

Diffetencea between Observers on Standard Slides {in ju). 



H. 

C. 


1 ). 


i - 1 - O - 26 'l 

0*041 


j - 0*281 


A. 

0 ^ 0*04 

-- 0 *14 

^- 0*12 

f 0*06 

kFO-ll 


- 0 - 15 J 

0 * 27 , 


- 0 * 02 ^ 

1 


- 0*221 


- 0 * 02 ^ 

1 

B. 


- 0*14 

U 0*16 

1 0*06 

^+ 0*00 



- 0 * 12 j 

1 1 

i 1 0 * 13 j 

I 




i 

+ 0*201 


C. 




-1- 0*20 

^ 4 - 0*22 




i 

+ 0*25 J 



The results of Table 10 show that the differences between 
observers were small and insignifi(;ant and a closer study of the 
observers showed that differences to a large degree depended on the 
fact that, when the edges of the fibres, presented foi- measurement, 
fell midway between the scale divisions on the lanameter, judgment 
as to which division the measurement belonged, differed among 
individuals. Such differences may ])ossibly be reduced by the use of 
smaller scale divisions aiul larger magnifications, but then in the 
case of Merino wool this would tend to make measurements more 
difficult because of the serrated edge of the wool fibres. 

In order to ininiiuise differences between observers in our 
department dealiun with fibre fineness measurements, u system was 
introduced whereby all measurements were made by pairs of 
observers, one of the pair taking half the required number of 
readings on a slide, while the other enters the readings, the pairs 
being chosen in such a wajr that the averages of tW measurements of 
each individual of the pair counterhalauees differences between the 
pair It was found that the effect of the factor of fatigue was con- 
siderably reduced by each pair measuring the 125 readmgs in turn. 
Frequent intervals of rest are also prescribed in the form of changes 
to some other type of work. 
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The results now obtained from different pairs of assistants are 
very satisfactory, differences among observers being reduced to a 
minimum. 

The results of 42 slides are given in Table 11. 


Table 11. 

Differences^ between Observers — Averages of 42 Slides {in /a). 


1 

1 

B. 

I (. 

1 

D. 

1 

A. 

- 0 030 ± 0 0737 

- 0 015 Jr 0 033 

-t 0 093 ± 0-0657 

B. 

] + O-OIS ± 0-0691 

f 0123 ± 0 0879 

i 

i 

-h 0108 ± 0-0693 


i 


These difference's are below the possible error due to sampling. 
The system whereby pairs of observers take measurements of the 
same slide serves as a check on the observers and a system of entry 
of the results has beeii instituted whereby the results can be sum- 
marised at a glance. 

In addition, duplicate slides are usually made of the same lot 
of fragments and it was found that, when one observer of a pair 
makes half the required number of measurements from one slide and 
the other observer the remainder on the other slide, the making of 
the slides as well as the observers are under control. 


The WEi(iHT-LKN(rni MEriiOD of detkemining Frin^K J'tneness. 

It has been suggested (Wilsdon, 1938) that in cases where errors 
are likely to occur belween the measurements of different observers, 
the w’eight-length method should be used for arbitration purposes. 

A comprehensive set of tests was carried out on samples ot 
Merino wool for ascertaining the relative merits of the weight-length 
method and the projetdion or microsA^ope method. 

The following conclusions were arrived at: — 

1 . The weight-length method depends on determinations of fibre 
length as straight fibre length. In this respect tests have shown that 
different observers obtain different results on the same sample of 
w*ool and even on the same fibres, due to a personal element. Because 
of this the weight-length method cannot be said to be more reliable 
than Ihe projection method. 

2. In the weight-length method (Roberts, 1930) it is assumed 
that the specific gravity of all wool is constant at 1*30. It has, 
however, been found that there is a variation of 1*3 per cent, in the 
specific gravity of South African wool (van Wyk and Nel, 1939). 
On a Merino wool, therefore, with a fibre fineness of 20/a, errors of 
up to 0*14/a may accrue from the assumption that all wool has the 
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same specific gravity. The weight-length method is, therefore, at a 
disadvantage unless the specific gravity of each sample analysed, 
is also determined. This, however, is impracticable. 

f]. All wool samples do not adsorb moisture to the same degree 
\vau Wyk, 1939) hence the use of a standard sample for dry weight 
deteniiinations will give rise to error. 

4. The weight-length method gives a weight-hiassed result 
(Itoberts, 1930) while the microscopic or projection method gives a 
length-biassed result (Wildinau, 1930) and it has been found that 
the two methods do not give the same measurement. 

The weight-length method is based on the dry fineness of the 
fibres when the dry weight is obtained. Determinations on 56 Merino 
wool samples by the two methods showed that the microscopic method 
gave values which were 5 per cent, higher than those obtained by 
the weight-length method, the latter being on the dry weight basis. 
This difference is presumably due to the sw’elling of the fibres with 
adsorption of moisture. 

If the weight used is based on a certain humidity and tempera- 
ture, errors will be introduced by differences in the specific gravity, 
moisture adsorption and swelling of the different types of w^ool, 
factors w^hich have to be controlled where extreme accuracy is needed. 

5. In the case of Merino wool the average weight of a fibre from 
a 3-inch staple is about 04 milligrams. This necessitates the 
counting of a large number of fibres tor the w’eight-length determina- 
tions, to ensure any degree of accuracy in the weighing. 


SCMM.^RY. 

The technique for determining, the fibre fineness of a sample of 
wool as used in South Africa is outlined. 

The methods of cutting the fibre bundle into fragments and the 
mounting of these on a slide are described. 

• The effect of relative humidity during the preparation of tin* 
slide shows the necessity for controlled moisture and temperature 
conditions. 

The effect of the ether used for mixing the wool fragments and 
the Euparal mounting medium are described. 

The method of measurement, the system of recording the results 
and the number of fibres to be measured in Merino wool are recorded. 

The question of the personal errors of different observers has been 
studied. The differences between observers are not necessarily con- 
stant, the factor of fatigue being of special importance. Methods for 
reducing these errors to a minimum are described. 

The weight-length method for determining fibre fineness, 
suggested for arbitration purposes, is disciissea and difficulties 
peculiar to this method are enumerated. 
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CHAPTER 1.— INTRODUCTION. 

/ Object op Work. 

That growth during the foetal period does not differ qualitatively 
from that subsequent to birth is the view generally accepted. It is 
maintained that, in spite of its greatly varying rates and its change 
of direction from progressive during the developmental period to 
regressive during senescence, growth is one continuous process 
starting with feitili/ntion of the ovum and ceasing with death of 
the individual. The progressive part of the cycle is “ divided by 
the incident of birth into pre- and postnatal periods (Arey, 1931). 
When it is considered how readily the latter period lends itself 
to investigation, it is not surprising to find that much work has 
been carried out in this connection. Reference to Brody et nl (1926) 
or to Hammond (1932) wdll give an idea of the extent of the available 
literature. 

In direct contrast to this wealth of material is the paucity of 
information regarding the prenatal phase of development. Whai 
knowledge does exist has been gained in studies mostly «n small 
laboratory animals, such as the rat (Stotsenberg, 191e5), the mouse 
(MacDowell et al, 1927), and the guinea-pig (Draper, 1920). In 
general the results of this work have confirmed the thesis of 
continuity of the growth curve. How^ever, MacDowell and his 
associates believe that on account of qualitative differences in grow^th 
during the earliest stages, age for the jiurpose of grow^th 
curves should be calculated from the time of formation of the 
embryo proper 

For man and the domestic mammals there is a lack of extensive 
and reliable data. That such work on the human being ])re8eDt6 
well nigh invurinounlable difficulties is only too readily understood. 
A brief indication of the complexity of the problem is given by 
Mall (1910). Not being bound by, the same ethical law^s as his 
medical colleague, the worker in the veterinary field encounters but 
one major obstacle — the brake of economic considerations. To 
expand on the seriousness of this problem would merely be labouring 
the point. Therefore, it is apparent that any work which aims at 
making available additional material advances greatly the facilities 
for the investigation of prenatal growth. 

Scattered throughout the veterinary literature are isolated 
references to weights and dimensions of small numbers of foetuses 
of knowm or assumed ages. Due to the diversity of conditions under 
which the observations w^ere made and the almost general lack of 
accurate definition of procedure, these figures cannot be employed 
in the compilation of one comprehensive table. 

In this field most workers have avoided committing themselves 
as to the age of their material. Invariably they have relied upon 
either length or weight as ^ an indication of age-sequence. 
Consideration of breed and individual variability will show that 
such criteria are apt to give misleading results. Especially would 
this be the case where the material is obtained horn such an 
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uncontrolled source as a public abattoir. A further disadvantage 
of this procedure, exposed by Lowrey (1911), is that in the. absence 
of data regarding age, absolute growth-rates cannot be given. The 
worker has to content himself with expressing growth of systems 
and organs relative to body weight. 

The existence of adequate ageing standards would make available 
for studies on prenatal growth the abundance of material always 
obtainable at large abattoirs. As a result of the work to be repoHed 
in this paper, there is now available at Onderstepoort a complete 
series of accurately aged ovine foetuses. By direct comparison with 
this standard unknown foetuses are aged with a fair degree of 
accuracy. 

The very nature of this standard, excellent as it is, militates 
against the extension of its sphere of usefulness beyond local limits. 
The primary object of this paper is to place this standard at the 
disposal of workers farther afield. It is hoped that this aim will 
be achieved by the publication of a partly descriptive and partly 
statistical study of those features of the collection which appear to 
be of importance in age determination. 

As the development of the foetus is intimately connected with 
changes in the maternal genitalia, organs of lactation and endocrine 
glands, all these aspects of the reproductive process have received 
attention and will be considered in this paper. In some instances, 
it is felt, the numbers of observations are too limited to allow of 
definite conclusions. Nevertheless, the figures are given in the hope 
that, with appropriate additions by other investigators, eventually 
a large mass of data will be accumulated. 

In (jonnection with the literature it must be pointed out that 
every effort has been made to avoid what may be termed “ second- 
hand ’’ quotations. However, where it has been impossible to obtain 
the original article in this country, it is felt that recourse to such 
quotation is preferable to losing entirely a useful reference. 
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CHAPTER 2.— REVIEW OF LITERATURE. 

A search of the literature has emphasised the meagreness of 
authoritative knowledge of prenatal growth of domesticated mammals. 
Much of the available knowledge is contained in works of which 
foetal development was not ihe primary consideration. In such cases 
the information, being merely incidental, re(*eived but scant atten- 
tion. This literature is, to some extent, supplemented by studies on 
small laboratory mammals, in which the general principles of growth 
are apparently similar to Ihose in larger mammals. 

For the sake of (darity the literature will be treated under head- 
ings corresponding with those to be employed in the consideration of 
the experimental data. 

{ a ) (lENiTAL Tract and Placenta. 

1. Vogim, 

Anatomists differ as to the iiomenidature of that portion of the 
female genital tract situated posteriorly to the cervix. The English 
school refers to the portion between the cervix and the external 
urethral opening as the vagina. Everything posterior to this is called 
the vulva. In German works this latter part is further divided into 
the vestibulum vaginae, which constitutes the major portion, while 
the term vulva is restricted to the external opening of the urogenital 
sinus. In this work the German teaching will be followed, except 
for the fact that vestibulum and vagina will be taken together and 
will he referred to as vagina 

Sisson (1927) found that the vagina of the sheep has a length of 
between 10*5 and 11 cm. He states that the labiae of the vulva are 
thick and firm and that the ventral commissure is prominent. 

From a consideration of the anatomical situation of the vagina 
it would appear that, after having served as a portal of entry for 
the sperm, this structure does not again participate in the reproduc- 
tive process until the approach of parturition, when it dilates to 
allow of birth. On account of its relative unimportance this organ 
does not receive attention in embryological texts. However, it seems 
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obvious that duiiiij»- tlie period ot pregiianciy certain chaiijics must 
occur and that the ]>urj)ort of these must be to render the vugiua 
a larger and more easily distensible organ. 

It has long been noted that with the approach of leriii there 
is an enlargement and a relaxation of the vulva. Craig (llllS) and 
Williams (1917) refer to the soft and flabby nature of this organ 
prior to parturition. Hammond (1927) states that “ just prior to 
parturition the vulva and the vagina become red and swollen." While 
studying parturitioji in the mare, Holzgruber (1925) observed that 
these changes ain? recognisable as long as three weeks prior to the 
birth of the foal. 

Hammond (1927) finds that the vaginal pregnancy changes 
resemble closely those of the oestral cycle. They are mostly of a 
microscopic nature. Iji the anterior half of the vagina the changes 
are similar to those of the adjacent ])ortion of the cervix. In this 
portion of the vagina is found a fair amount of sti(*ky mucous 
material. Opperman (1922) states that during pregnancy the vaginal 
wall has a dry and sticky feel. 

2. Cerri.r. 

Ill the ruininaiit the (*ervix is an extremely well-developed struc- 
ture, with ualls that aie thick, dense and inelastic (Kllenberger & 
Baum, 1921). The cervix ot the sheep has a length of about 4 cm. and 
its lumen is pra<*tically obliterated by reciprocal jironiinences and 
depressions of the mucous membrane (Sisson, 1927). Trautmann 
(1917) also iiidi<*ates that in this species the uterine seal is well- 
developed. The presence of such a seal during pregnancy is men- 
tioned by many authors. For the (*ow, AVilliaius (1917) gives details 
of the cranio-caudal development of the niinous plug. Woodman and 
Hammond (1925) show how in the bovine the actual quantity of 
mucous materia] increases steadily throughout pregnancy. There (*an 
be no doubt that this ac('uin illation of mucus effectively (doses the 
uterine canal during the major part of the gestation period. 

In dealing with the physiology of parturition Craig (1912) stales 
that there is a softening and a loosening of the cervical walls “ a 
few days prior to parturition.’’ Zeiger (1908) shows that there is also 
an enlargement of the cervical canal towards the end of pregnancj . 
In the bovine he finds that by the end of the seventh month the canal 
is sufficiently open to allow of the introduction of one finger. 
Hammond (1927) is of opinion that, apart from sealing off the uterus, 
the steady accumulation of mucus in the cervix assists in the dilation 
of this structure. 


d. Uterine Body aru! Horns. 

The uterus of the sheep is bicornuate. According to Sisson (1927) 
each horn has a length of from 10 to 12 cm. As a result of the 
gradual tapering of the anterior extremities of the cornua there 
is no definitely discernible external, landmark indicative of the exac't 
point of junction of the horn with the Fallopian tube. Posteriorly 
the two horns unite to form the body. The arrangement of the peri- 
toneal covering makes this undivided portion appear longer than it 
is. The approximate length of the body is 2 cm. 
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Eoux (1936) gives the weight of the uterus of the non-grayid 
Merino sheep as varying between 16-5 and 77*5 gm. He deals with 
eight groups of sheep, some of which, having been fed on low level 
rations, were in very poor condition. In these latter sheep the 
extremely low uterine weights were encountered. Although he does 
not find it possible to demonstrate a definite correlation between the 
weight of the ewe and the weight of its uterus, Roux nevertheless 
concludes that nutrition does exert an influence on uterine develop- 
ment. It is not possible to determine to what extent previous preg- 
nancies might have affected the figures given by him. 

Favilli (1928) gives the weight of the ovine uterus as varying 
between 40 gm. in virgin ewes, and 65 gm. in previously pregnant 
sheep. His observations, having been made in the slaughter-house, 
are not likely to represent poor conditioned sheep. This might explain 
the absence of figures as loiv as those mentioned by Roux. Favilli 
gives the weight of the uterus at term as 1,010 gm. This figure 
appears somewhat high and in a later publication (Favilli, 1929), 
it IS stated that such a figure is obtained in eases of twin pregnancies. 
With a single foetus the figure is about 600 gm. Favilli (1928) quotes 
figures to show that similar increases in uterine weight occur in the 
bovine. Malan and Curson (1937) present figures for the weight of the 
empty uterus at the end of each month of pregnancy. These show 
that there is a steady increase in the weight of the organ from about 
60 gm. up to about 700 gm. 

llorik (1907) shows that in the bovine there is a definite increase 
in the weight of the uterus during pregnancy. During the first half 
of pregnancy this increase is most marked. What few figures are 
given V Hilty (1908) seem to support this view. Hammond (1927) 
obtains his figures from heifers pregnant for the first time, thus 
eliminating the effects of previous gestations. These figures show 
that by the end of the period the non-gravid weight of the uterus has 
increased almost twentyfold. 

Figures for the pig (Stegmann, 1923) show that by the end of 
the thirteenth week of pregnancy the non-gravid weight of the uterus 
has been doubled. 

Draper (1920) gives a complete series of weights for the guinea- 
pig uterus throughout pregnancy. These figures indicate that the 
growth curve of the uterus is of double parabolic nature, i.e. first 
slow, then increasing rapidly and later slowing down again. This 
type of curve had already been suggested by the figures quoted above 
for the bovine and the sheep. 

In all these cases it is the weight of the empty uterus that has 
been considered. This figure is the sum of the weights of the uterine 
wall and of the placenta. As will be seen later, the placenta under- 
goes a great deal of growth during pregnancy and it exhibits its 
own type of curve. It is evident, therefore, that the weight of the 
empty uterus is influenced greatly by the inclusion of the placenta. 
In the ruminant it is an easy matter to separate the placenta from the 
Uterine wall and thus obtain the weight of the latter alone. However, 
no such figures appear to be available. 
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As might be ejcpected, the iucreiise iu weight of the uterus is 
accumpiiiiied by nii increase in size. For the sheep Favilli (1928) 
shows that the area of tlie uterus increases from less than 190 sq. cm. 
in the non-gravid state to almost 1,000 s(|. cm. at the end of gestation. 
He also demonstrates ( 1929) that there is a steady daily incu-ease 
of the volume of the uterus. Stegmann (1920) shows that in the pig 
the length of the uterine horn becomes increased during pregnancy. 

Favilli (1928) maintains that the increase in size of the uterus 
is brought about not only by a multiplication of muscle fibres, but 
by the enlargement of existing fibres. He gives measurements in 
support of lids view. Hammond (1927) also mentions this point 
and iiulicates that during pregnancy the uterine muscle a])])eais 
sparsely nucleatcMl — an indication of the enormous increase in the 
cyptopiasm of the cells. 

Favilli (1929) Jiaws attention to the decrease of (he thickness 
of the uterine wall during pregnancy. From the fact that the 
greatest I’eductioii occurs fairly early during gestation he concludes 
that passive strct(*hing is not the sole cause of the thinning. He 
states that, due to the even distribution of pressure in the liejuid 
contents of the uterus, the thinning is spread evenly throughout 
the uterine wall. In the goat the non-gravid thickness of 8 min. 
is reduced to 1-5 mm. near term (/eiger, 1908). This author main- 
tains that the reduction is greater iu the pregnant horn “ where the 
pressure is higher.’^ Hilty (1908) demonstrates similar reductions in 
the case of the bovine. 

Further information regarding the effects of pregnancy upon 
the uterus may be obtained from comparisons between virgin and 
involuted uteii. For the sheep Behiie (1929) finds that the effect 
of pregnancy is to increase enormously the blood and lymph vessels. 
Not only is there an increase in size, but also in number. The 
elasiic coals of there vessels are greatly thickened. For the goat 
similar results are reported by llackescJimidt (1920;. The changes 
in the structure of the bovine uterus, observ(‘d by Kraft (1923), 
resemble closely those of the .sheep (Beliue). Kraft finds that the 
microscopic pictuie of the involuted uterus is so typical as to allow 
of immediate diagnosis of a previous pregnancy. Sommer (1912), 
also dealing with the bovine, makes the statement that after 
pregnancy the uterus never regains its virgin state. The weight 
of the uterus becomes jierniaiiently increased in the approximate ratio 
of 2 ! 1. He maintains that as a result of previous pregnancy there 
may be an inequality in the size of the two uterine horns. In the 
pig Stegmaiiii (1923) gives the weight ratio between virgin and 
involuted uteri us 1 ; 2. Tlicbter (193G) agrees that this is so 
when average figxires are considered, but he maintains that in indivi- 
dual cases there is much overlapping. He finds that a definite 
diagnosis of previous pregnancy ran be made from the enormous 
thickening of the elaHica interna of the mucosal arteries, from the 
tortuous course of the uterine rami of the middle uterine artery and 
from the thickened, translucent appearance of the ligavient-a lata, 

A further important uterine change associated with pregnancy 
is the increase in the blood supply. The increase in the vascular 
bed of the uterus has already been mentioned. Barcroft and Rothschild 
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(1932) have determined the actual amounts of blood present in the 
rabbit uterus at different stag^es of gestation. In the resting state 
the organ contains about 2 e.em. of blood. From the fifth day the 
uterus shows an increased vascularity and by mid-term the content 
has reached 10 c.cm. From now onwards the embryos begin to grow 
rapidly and the blood content of the uterus increases at a similar 
rate until the muximiim of 30 c.cm. is reached at the 27th day. Just 
prior to parturition there is a rapid diminution in the blood content 
of the uterus. That this increase in vascular content is not due 
to simple stagnation of blood is shown by Barcroft, Herkel and Hill 
(1933). They prove that there is a corresponding increase in blood- 
flow to the uterus and that this process anticipates foetal growth. 
The increase in size and pulsation of the middle uterine artery, 
mentioned by Williams (1921), is well known as a means of diagnosing 
pregnancy in the cow\ Hammond (1927) also mentions these points, 
although his observation w^as limited to one cow well advanced in 
pregnancy. 

From the above it is evident that during pregnancy the w’eight 
of the uterus is greatly increased due to the presence of more muscular 
tissue, enlarged and multiplied vascular tissue and in(*reased blood- 
content. In addition it is seen that in part these changes persist 
after parturition, and that any resting uterus can on morphologi(ial 
grounds be assigned to one of two groups — virgin or involuted. In 
comparing uteri the existence of these two classes must be borne in 
mind. Especially in the non-gravid and early pregnant stages w’ill 
the differences be of importance. Later in pregnancy these class 
dift*erences will tend to be obscured by the changes induced by the 
existing pregnancy. 

Some wTirkers have considered the weight of the gravid uterus. 
This is of interest in that it gives the weight of the entire foetal 
system. Knowledge of the grow’th in weight of this system is useful 
in the study of growth or fattening of pregnant animals — it allows 
of a correction being made for foetal material. In the bovine Bartlett 
(1926b) has studied tMs matter* from a different angle and has con- 
structed a table giving the weight of the cow at each stage of 
pregnancy relative to her furrow weight. 

F or the sheep Curson and Malan Q93G) tabulate the weight of the 
gravid uterus from 3 to 149 days. The increase is from 163 gm. to 
3,700 gm. It must be pointed out that the high value at 3 days is 
due to the authors haying included under “ gravid uterus the 
vagina, vulva, tubes, ligaments and ovaries. In a furtW study 
(Malan and Curson, 1937) the w^eight at 30 days is found to be approxi- 
mately 130 gm., while the weight near term is given as 5,320 and 
6^058 gm. The authors express the weight of the gravid uterus as a 
percentage of the nett body weight (i.e. total body weight of ewe 
less the weight of the gravid uterus) of the ewe, and then these values 
are plotted against gestation age. The result is a paraWic curve 
for which a fairly simple formula is given. 

Bergmann’s (1922) figures indicate that in the bovine the weight 
of the gravid uterus increases fifty-fold between the second and 
the tenth months. The increase is more rapid in the later months, 
hence the data would fit a curve similar to that given for the sheep. 

424 



J. H. L. CLOETK. 


Bergluanu makes the statemeut that froui the weight ot the gravid 
uterus, foetal age may be determined with as much accuracy as 
from the weight or the length of the foetus itself. According to 
Hammond’s (1927) figures for the bovine the increase of the gravid 
uterus from the beginning of pregnancy till the approach of partu- 
rition is one hundred-fold. 

Brodermann (1921), dealing with the sow, maintains that the 
weight of the gravid uterus is very variable. Contributing causes to 
this variability are previous pregnancies, the number of foetuses 
and the amount of fluid present. 

For the guinea-pig Draper (1920) presents figures which indicate 
that the position here is approximately similar to that already 
described for the sheep. 


4. Placenta. 

The sheep has a cotyledonary placenta — semi placenta multiplex — 
(Zeitschmann, 1923). The cotyledons are made up of two parts, 
maternal and foetal. In the sheep the maternal cotyledon is concave 
and enc loses the foetal coinponcml. In the non-giavid utenis the 
cotyledons are exceedingly small and can be recognised merely as 
small circular elevations on the surface of the uterine mucosa. During 
oestrum they appear to be somewhat more prominent. Ellenberger 
and Baum (1921) state the total number of cotyledons in the sheep to 
be between 88 and 96, arranged in each horn in four longitudinal 
rows. 

By Assheton (1905) the diameter of the ovine cotyledon at 6(t 
days’ pregnancy is given as about 2 cm., while at full term the 
figure lies between 2*5 and 3 cm. Natural-sixe illustrations of the 
sheei/s cotyledon at mid-teim given by Zeitschmann (1923) indicate 
that at this stage the diameter lies between 2 and 3 cm. It is evident 
that the small cotyledon of the non-gravid uterus must undergo 
enormous growth during pregnancy. These few" figures suggest that 
the inajoi’ portion of this growth occurs during the first half of 
gestation. In the bovine the growth of the placenta has received 
some attention. Korik (1907) records the weight of the placenta at 
7 weeks as 12 gm. and at 26 wrecks as 5,200 gm. From his figures 
there does not seem to be any further increase after this stage. 
He show\s how the ratio of foetal to placental weight w’idens with 
the advance of gestation. The area of the placental surfa(je increases 
from 0 04 sq. metres at 7 weeks to 45*25 sq. metres at 31 weeks. 
Hilty (1908) trac^es the increase in size of the largest (*otyledon. 
The diameter increases from 0*6 cm. in the virgin uterus to 7*8 
cm. at the 26th week, after which the increase, if any, is only very 
slight. Similar results are reported for the increase in height of 
the cotyledon and in the length of its pedumde. 

The idea of rapid enlargement of the pbu'enta during the first 
part of pregnancy, followed by a period of little or no (;hauge, is 
supported by the figures for the rabbit given by Lochhead and 
Cramer (1908). Here placental weight is show*n to increase rapidly 
up to the 22nd day, after which it remains stationary apart from 
a slight decrease at the approach of term. For the guinea-pig Draper 
(1920) supplies some date. Unfortunately foetal membranes and 
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placenta are grouped togellier, hence the use of the figures here is 
open to criticism. Nevertheless, Draper’s graph shows a period 
of rapid increase followed by a period of little development. 

In the bovine the number of functional cotyledons has been con- 
sidered. Rorik (1907) reports wide variations in the total number 
of cotyledons — 70 to 120. He shows that the number in the horn 
bearing the foetus is always in excess of that in the other horn, 
sometimes by as much as 150 per c.ent. He encountered accessory 
cotyledons in one-third of his cases. Tlie presence of these was not 
necessarily associated with a diminished number of true cotyledons. 
Bergmann (1922) also reports a preponderance of functional cotyle- 
dons in the gravid horn. By counting the* numbers of (‘otyledonary 
attachments he c-oncludes that in the gravid lioj u no more attachments 
occur after the second month, whereas in the non-gravid horn these 
continue to be foriried until the end of tlic third month. 

The mode of attachment of foetal io maternal cotyledons has 
been studied by Assheton (1905). In the sheep the first attack upon 
the maternal uterine mucosa occujs between the 17th and 18th days 
postcoiivm. At this stage the attachment is most frail, the membranes 
being held in position mainly by the pressuie of the foetal fluids. 
At about the 30th day villi appear on th(* chorionic surface, resulting 
in a closer attachment. At the 44th day the fwtal cotyledons are 
visible and have convex free surface which fit into the concavities 
of the maternal cotyledons. Assheton states that bjv^ the 78th day 
the general character of the fully formed placenta is apparent and 
that from this time the only change is a slight inciease in size. 
He also mentions the presence of large reddish-black coagula in the 
centres of the fully formed cotyledons. 

5. FMopian Tubes. 

In the sheep the uterine tube has a length of 14 to 1(> cm. 
(Ellenberger and Baum, 1921). The gradual merging of the tube with 
the horn of the uterus has already been mentioned. Lee (1929) 
maintains that in most mammals there is a more-or-less well-developed 
valve at this junction. The sheep is not specifically mentioned, nor 
is it implied that the junction is always readily recognised from the 
exterior. 

In none of the standard embryological or obstetrical textbooks 
is any mention made of specific pregnancy changes iu the Fallopian 
tubes. Bergmann (1922) concludes that pregnancy has no influence 
on the length of the tubes. Lambert (1928) states that in the horse, 
the bovine, the cat and the dog he has found, associated with 
gestation, extensive vascularization of the tubes accompanied by 
hypertrophy of connective and muscular tissue and a distinct increase 
of elastic tissue. 


(5) Foetal Membranes and Fluids. 

1. Memhrtmes, 

The fonnation and the appearance of the foetal membranes of 
the ruminant are well described by Zeitschmann (1923). He shows 
that there are two sacs, the inner being the allanto-amnion and the 
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outer the allanto-chorion. Like Craig (1912), Zeitschmann states 
that early in pregnancy the outer sac increases rapidly and soon 
comes to fill the entire uterine cavity. Meanwhile the inner sac 
has remained relatively small, investing the foetus closely. Jjater 
on the amniotic sac expands rapidly and soon it occupies a large 
portion of the chorionic space, jiractically obliterating the central 
part of the sac. At this stage the concentric arrangement of the 
two sacs is not very evident and the appearance is more that of a 
large amnio-allanto-chorionic sac with two allanto-chorionic appen- 
dages— one at either pole. These latter two sacs retain their 
communication with each other and with the umbilical infundi- 
bulum. This relationship is well indicated in a sketch given by 
Bailey and Miller (1921). 

The appearance of the ovine foetal sacs is described by Assheton 
(1905). He shows how at 14 days post-coiturn the blastocyst has 
extended the full length of both uterine horns. At this stage the 
membrane is very frail, is transparent and absolutely colourless. 
Unfortunately he does not trace the further development of the 
membranes to show at what rate these delicate sacs grow’ into -the 
relatively large structures which come away as the afterbirth of the 
ewe. Malan and Curson (1937) give figures for the weight of the 
membranes during pregnancy. These show that the total weight 
increases steadily throughout the period, although this increase is 
not shared equally by the two components. The allanto-chorion is 
shown to undergo liitle or no increase after the second month, while 
the allanto-amnion increases steadily for four months, after which 
the rate of increase declines. 

The weights of the membranes at different stages of gestation 
in the bovine are recorded by Itorik (1907) and by Hammond (1927). 
From these sources it is seen that just prioi to parturition the mem- 
branes have attained more than 1,500 times their weight at the end 
of the first month of pregnancy. In addition Hammond’s figures show 
that the membranes grow at a steady rate throughout the period. 

The fact that Draper (1920) has included the w’eight of the 
placenta in his figures for the membranes of the guinea-pig, renders 
these data rather unsatisfactory. How’ever, if it is assumed that 
during the second half of pregnancy the increase in weight of the 
placenta becomes negligible, then Draper’s graph would tend to 
indicate a steady growth of membranes throughout pregnancy. 
Hammond (1937) deals with the foetal placenta and membranes of the 
rabbit. His graph shows that there is considerable increase in these 
structures and that a fairly steady rate of growth is maintained 
throughout the period of gestation. 

2. Fluids. 

Needham (1931) gives a summary of most of the available know- 
ledge on the foetal fluids. Most of the researches quoted by him are 
spasmodic investigations on isolated chemical constituents of the 
fluids. For the purpose of an inquiry into the origin of the foetal 
fluids Paton, Watson and Kerr (1907) selected the sheep as their 
subject because, in this species, both fluids are present in relatively 
large quantities throughout the entire foetal period The figures 
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supplied by the authors bear out this stetement. Moreover, they 
show that both fluids undergo changes in physical and chemical 
properties with the advance of gestation, while at the same stage of 
pregnancy the two fluids differ. Malan and Curson (1937) show that, 
in the sheep, the total amount of fluid increases steadily with 
advancing foetal age. They find that the allantoic fluid shows little 
increase during the first three months, to which period the increase 
in the amount of amniotic fluid is mainly confined. Zeitschmann 
^923) gives the amount of fluid at parturition as between 60 and 
450 cc. for the allantoic and between 150 and 400 cc. for the amniotic. 

For the bovine Ilergmann (1922) shcrws that the quantity of 
foetal fluid increases rapidly during the first half of pregnancy, 
while later this increase is much less. Hammond (1927) indicates 
that during the first half of pregnancy the increase in weight of the 
foetal system is due mainly to the accumulation of fluid, whereas 
towards the end of the term it is accounted for almost exclusively 
by foetal growth. Bergmann finds ihat what increase does occur 
after the fifth month concerns mainly the allantoic fluid. The latter 
fluid is present in greater amount than the amniotic. Zeitschmann 
(1923) asserts that the ratio at full term is 3:1 in favour of the 
amniotic fluid. 

Hammond (1927) draws attention to the fact that cessation of 
increase of the foetal fluids and inception of secretory activity of 
the mammary gland both occur at about the fifth foetal month. 
He suggests that this may be significant, and no mere coincidence. 
In the case of the rabbit (Hammond, 1937) it is also seen that there 
is a steady increase in the amount of fluid up to the 24th day, after 
which there is absorption of fluid, so that at birth only a few drops 
remain. The absorption is active on the part of the foetus itself, 
but the decrease in amount tends to indicate a cessation of fluid 
formation. If this is so, then in this species too there is apparently 
some correlation betw^een mammary secretory activity and inhibition 
of foetal fluid formation. , 

In the guinea-pig Draper finds that the amount of amniotic 
fluid when plotted against gestation time gives a double curve, 
indicating at first an increasing rate of formation and later a decrease 
in this rate. Until the middle of the period of gestation the amniotic 
fluid weight exceeds that of the foetus. Afterw^ards the foetal weight 
is the greater, and the ratio betw^een it and the amniotic weight 
becomes wider with the advance of pregnancy. 

(o) The Foetus. 

1. Foetal Age. 

Although MacDowell et al (1927) speak of foetal age as distinct 
from age of the zygote, most workers use the terra as indicative 
of the total age of the organism, from the time of fertilization 
of the ovum until the moment of death or examination of the foetus 
(Arey, 1931). In most cases it can be assumed that the time of 
death of the foetus coincides with that of the expiry of the mother. 
Especially is this the case where the mother is perfectly healthy 
right up to the time of slaughter. In the human being, where 
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available knowledge is not sufficient to allow of accurate determina- 
tion of the time of fertilization, such terms as “ copulation age 
and menstrual age have been introduced. Neither of these 
gives the true foelal age. 

In order to be able tt) determine the exact time of fertilization 
it is essential to know the time of ovulation, the rate at which the 
sperm traverses the female genital tract and the vitality of both 
ovum and speim in the uterine passages. As a result of the investi- 
gations of Quinlan and his co-workers (lU^ll and lfh‘12) a detailed 
knowledge of jiil these factors in the Merino sheep is available. 
They have shown that ovulation occurs at about the iJOth hour after 
the onset of oestrum, and that the unfertilized ovum soon loses its 
vitality. The male sex cell reaches the Fallopian tube, in which 
fertilization occurs, within .six hours of copulation, uhile it retains 
its vitality for from 12 to about ilb hours. If, therefore, service 
lias been allowed at such times during oestrum as to ensure a large 
number of lU'tive sperms being available in the tube at the time of 
ovulation, then it may be taken that fertilization occurs without 
delay i.e. at about the JlOth hour after the onset of “ heat 

The Tindbods of didermiiiing the onset of oestrum and of 
calculating foetal age will be coii.sidered in the following chapter. 

2. Factors Affcrihig Growth of the Foetus* 

In dealing with foetal growth it is essential that due 
consideration he given those factors which may intluence ilevelopmeut 
of the foetus. Where possihbs these factors should be controlled. 
Failing this they should at least he borne in mind in the inter- 
pretation of results. On consulting the literature one finds that in 
nearly all cases birth- weight lias been the criterion as to whether a 
factor has influenced foetal grow’^th. Under these cin’uinstances, 
therefore, even after the influence of a certain factor has been 
established, iliere is still the difficulty of not knowing whether this 
influence was exerted with equal force throughout the entire 
prenatal jieriod or wheth€*r it had been intensified at certain stages. 

The painstaking efforts of MacDowell and his collaborators to 
ensure pure strains and absolute acimracy in ageing have failed to 
eliminate considerable variation in the weights of foetuses of identical 
age. No doubt the causes of such variations are highly complex and 
only by the most extensive research could they be checked with 
accuracy. Even to attempt a detailed discussion of this problem is far 
beyond the scope of this work, hence hut a few of the more obvious 
points will he mentioned. 

Firstly, material influences may be (*oiisidered : — 

Breed and Strain, 

To elaborate on the differences in size and conformation 
encountered in different breeds and strains of the same species, would 
be superfluous. It is shown by Fitch, McGilliard and Drumm (1924), 
that not only is there a difference in birth-weight in four milk breeds, 
but that the ratio of calf to maternal weight also differs. This 
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indicates that the birth-weight differences cannot be regarded merely 
as proportional increases or decreases according to maternal size. 
In a detailed study of two closely related strains of albino rats 
Freudenberg (1932) shows that apart from differemies in body weight, 
there are present, even at birth, distinct differences in organ 
weight-ratio. 

These few comments should suffice to demonstrate that in studies 
on prenatal growth it is essential that material be drawn not only 
from the same breed but also, as far as is possible, from the same 
strain. 

Size and Condition. 

His observations on both pure- and cross-bred sheep lead Kussel 
(1919) to state that in nearly every case is size of tlie lamb deter- 
mined by size of the ewe. Humphrey and Kleinheiiz (1908) maintain 
that large ewes produce lambs heavier than those from small ewes. 
Hammond (1932) mentions a crossing experiment at the University 
Goillege, North Wales. Welsh ewes were bred to Border-Leicester 
and to Southdown ranis. Although the former rams are large 
animals, ewes served by them lambed with only veiy little more 
trouble than did those bred to the Southdowiis. For the rat, King 
(1915) states that as the weight of the mother increases, so does the 
birth-weight of her young become greater. However, as in the rat 
weight and age are correlated, it is possible that the greater maturity 
of tne heavier females played some part in her investigations. 

Hammond (1932) points out that the maternal influence over 
foetal development is twof 0*1(1 — genetic and nutritional. He shows 
that in a favourable season, during which the fewes were in good 
condition prior to lambing, the biHh-weights were high. Further, 
when ewes were divided ac'cording condition into good, medium 
and poor groups, it was found ,that the average birth-weights 
followed the same order. The difference between the first two groups 
was much less than that between ihe medium and the poor groups. 
It appears that improvement in condition beyond a certain stage is 
not reflected in the birth-weights of the offspring from such ewes. 
In fact it is found by Quinlan and Roux (1936) that extremely fat 
cows produce very light calves. This finding is in accordance with 
the results of Eckles (1919 and 1920). The latter concludes that, in 
the cow, nutrition of the mother has but little influence on the size 
of the calf at birth. Donald and McLean (1935) state that “ increase 
in birth-weight as the lambing season advances is due to improve- 
ment in the condition of the ewes Apparently they contend that 
an improvement in the condition of the mother is rapidly 
communicated to the foetus. Hammond (1932) stresses the 
necessity for providing pregnant ewes with good feeding for six 
weeks prior to lambing. He may, however, be more concerned 
with procuring a good milk-supply subsequent to parturition than 
with actually producing a heavier lamb at birth. 

Eckles (1919 and 20) and Fitch et al (1924) maintain that cows 
in quite poor condition produce calves of average weight. The latter 
authors show that only when nutrition is severely depressed is calf 
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weight iift'ec'teJ. Even then the effect in not proportional to the loss 
of condition of the mother. This is demonstrated by the decrease in 
the calf-mother ratio. In their work on the breeding of (;attle on 
pasiuves deficient in mineral conteni, du Toit and Kischop (1929) 
show that, between their “ h/one-meal ” and their “ control ” herds, 
in sjiite of marked differenees in condition, vigour and resistance to 
disease, there is no sigjiificant difference in birth-weighl. (iroeiiewald 
(19il5) also fails <o find a reduction of birth-size in calves born of 
mothers fed un rations deficient in various mineral substances. Barry 
(1920) maintains that severe inanition in pregnant rats causes a 
decrease in body weight of the resulting litter. The different organs 
of the foetus aie not all affected to the same extent, hence a change 
ill the weight-ratio of tlie organs results. Quinlan and Roux (1936) 
find that in cows subject to severe restriction of exercise and sunlight 
there is no change in either size or degree of development of calves. 
j)rovided that this treatmeiil does not jcsult in exc essive d(5position 
of fat, when low birth- weights will be encountered. 


.-l/yc. 

A('co]'ding to ago, breeding stock may be divid<‘d into three 
edassos — immature, mature and aged. In practical animal 
husbamlry the brecMling ability and luoduction of aniiiials in each of 
these (‘lasses have received much attention. All this work is of 
great interest here, for it brings out one essential fact — that both 
as a ])r()diudive and as a reproductive uiaidiine tlie mature female 
(‘xhibits an etfieieney far sn]»erior to that of the female in either of 
the other two (‘lasses. 

Hammond (1932) relers to the inability of shearlings to produce 
lambs with a birth-weight e(jual t(> that ol the ()ff's])ring of mature 
ewes. Donald and jMcIjean (1935) eoncludo that the inilueu(‘e of 
age of the ewe is sufficiently strong to obscure the effects of sex 
differences in the lambs. 

Fitch /7 al (1924) find that mature cows pioduce calves larger 
than those iniiiiatnre cows. Eckles (1919-20) states that first (ialves 
are smaller than later ones, and that the maximum weights occur 
at the third to the sixth (‘alving. T^jiter in life, in the aged group, 
there is a decrease in birth-weight. It is well known that milk 
production iiurreases in the seconcl and third hudatioiis and declines 
in aged cows. 

King (1915) states that hirth-weight in the rat imaeases with 
the age of the mother. Donaldson (1924) mentions that the albino 
rat usually produces its largest litters at tlie second to the eight 
gestations. Tiong (1906) states that the average weight per pigling 
in the case of year-old sows is about 800 gm., and that this increases 
with age until at 5 years the figure is 1,300 gm. Carmiehael and 
Rice (1920) show ihat, in addition to this increase in the size of the 
individual pigling, there is also an increase in the number per litter 
as the age of the sow increases. These changes are evident up to 
the 4th litter. Schneider (1936), studying German pigs, reports 
similar results. 
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A further indication of the greater reproductive ability of the 
more mature female is the fact that in sheep multiple births occur 
with the greatest frequency in the most mature age-groups (Jones 
and Bouse, 1920). ’ 

In the foregoing reference has continually been made to the 
number of gestations as an index of maturity. In most cases this 
will also be indicative of age. But that maturity is actually a matter 
of age, and is not dependent on previous breeding, is shown by 
Joubert (1986). He finds that virgin ewes of mature age will produce 
lambs eoual in weight to those of ewes of the same age which had 
previously been bred. Donaldson (1924^ shows that if the female 
rat is prevented from breeding until she is four months of age, then 
the first litter will be as large as any of the subsequent ones. 

To sum up the various maternal influences it may be stated that 
breed, strain and maturity are of importance in foetal development, 
whereas the state of nutrition, unless grossly beyond normal limits, 
does not exert much influence. 

Paternal Influences, 

It is quite evident that the influence of the ram on the foetal 
size is limited to the genetic sphere. Mumford (1901) declares thal 
the sire does not exert any influence on the size of its offspring. 
Humphrey and Kleinhenz (1908) find that paternal influence is 
rather limited. Their method of investigation, however, was not 
calculated to allow for differences in age and breed. 

Hammond (1932) cannot agree that the ram has no influence 
on the size of its lambs. He draws attention to the fact that cross- 
bred lambs often differ in size from the pure breed. This difference 
must be induced by the sire. 

In dairy cattle Fitch et al (1924) find that the sire does exert 
an influence upon calf-weight but that the degree of such influence 
is somewhat limited. Eckles (1919-20) shows that the calf produced 
by a Jersey cow mated to a Fries bull is much heavier at birth than 
is a pure-bred Jersey calf. Quinlan and Roux (1936) also find that 
the bull has an influence on calf-size. 

Additional factors which should be considered are: — 

Number of Foetuses, 

It has been shown by Murray (1921) and by Hammond (1932) 
that each member of a set of twins is lighter than a single foetus 
of similar age. The total weight of the set, however, exceeds that 
of the single individual. Between twins and triplets similar 
differences exist. These results are confirmed by numerous other 
workers. Schneider (1936) points out that in pigs the size of the 
individual pigling at birth decreases with the increase of the number 
per litter. King (1915) says that the same applies in the albino rat. 

^ Zuntz (1909) shows that when rats are kept on unbalanced 
rations, the frequen(‘y of gestation and the number per litter are 
reduced much more than is the size of each individual foetus. 
Evidently, where nutriment is limited, reduction in number safe- 
guards the size of the young. 
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Sejn of the Foetus, 

That the birth-weight of the male exceeds that of the female 
has been established for the human being (Jackson, 1909), the sheep 
(Hammond, 1932; Murray, 1921; Donald and McLean, 1935), the 
bovine (Fitch et al, 1924), the rat (King, 1915; Donaldson, 1924; 
Preudenberg 1932) and the pig (Schneider, 1936). 

This difference in weight is not merely the result of an enlarge- 
ment in all dimensions in the male. For the bovine it has been 
demonstrated by Keller (1920) and by Beer (1925) that somatic 
differences dependent upon sex do exist. These are detectable as 
early as the second month of prenatal life. The male is much more 
plump and is better muscded, especially in the cervical and the 
shoulder regions. The female is more slender and has a long, narrow 
head. The results of Keller were well controlled in that he used 
sets of twins of like and of unlike sex. Although variations were 
found in both groups he concluded that there was evidence of a 
definite inherent somatic sex-difference. 

For the ]>ig similar results are reported by Smestisko (1925). 
Jackson (1909) refers to sex-differences in human foetuses, and 
Scammon (1922) shows that in the height-weight index of new-born 
babies this difference is also discernible. 

In addition to the above influences there is still to be considered 
the effect of the time of the year at which birth occurs. 

Seasofud Influences, 

Hammond (1932) and Donald and McLean (1935) find that birth- 
weight increases with advance of the lambing season. Apparently, 
however, they consider that this is the reflection of an improvement 
in the condition of the ewes. Carmichael and Rice (1920) find no 
regular birth-weight differences due to season, although they do 
state that piglings farrowed outside the regular seasons have smaller 
weights than usual. Schneider (1936) finds that the birth-weight 
of piglings farrowed in winter exceeds by 70 gm. per foetus that 
of similar young born in summer. 

3. Growth in Weight, 

Colin (1888) apjiears to have been the first investigator to study 
the growth in weight of the ovine foetus. A big gap in his figures 
between the ages of 57 and 120 days makes it impossible to determine 
the shape of the growth curve. Due to the absence of age figures 
the series of foetal weights given by Paton, Watson and Kerr (1905) 
is also useless for this purpose. These weights indicate only the 
range to he expected. (5raig (1912) mentions 4 Kg. as the weight 
of the Iamb at birth. 

Curson and Malan (1935) give detailed figures for a whole 
series of Merino foetuses. In general their figures are lower than 
those of Colin. This may be due to their having w^orked upon a 
different breed. They show by means of a chart that when weight 
is plotted against age the result is a logarithmic curve. The latter 
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shows imu‘h fluctuation, especially after the age of 100 days. The 
authors state that these fluctuations are well understood, for the 
series of lambs was taken at random, and there is considerable 
variation in the weight of individuals of the same age In a 
subsequent paper [Malaii and Curson, 1930 (< 2 )] additional weights 
are recorded, and although these are not plotted against age, it 
appears that the curve so obtained would follow a course similar to 
that of the curve given in the earlier article. Further weights are 
given by Malan and Curson (1937), and these only serve to strengthen 
the previous findings of these aiithors. 

For the bovine foetus a fair amount of data are available. 
Korik (1907) and Bergman (1922) tabulate a considerable number 
of weights for foetuses of various ages, (h^aig gives the average 
weight of the calf at birth as 32*5 Kg. Hammond (1927) mentions 
the weights of eight accurately aged foetuses. In spite of many 
overlappings, and the fact that breed differences must be 
considerable, these figures all indicate that the age-weiglit curve 
for the bovine foetus is similar to that described by Curson and 
Malan for the sheep. 

The same type of curve has been established for other mammals, 
e.g. the human being (Jackson, 1909), the guinea-pig (Draper, 1920), 
the rat (Stotsenberg, 1915) and the mouse (MacDowell et al, 1927). 
Apparently the same type of curve holds good for other mammals, 
and it appears possible to express all foetal growth-rates by the 
same general formula, the constants of which have merely to be 
adjusted for each 8])ecie8. 

So far only absolute growth has come under consideration. 
When relative or percentage growth curves are considered there is 
a remarkable la(;k of unanimity amongst workers. When it is 
noticed that Brody (1927 (a)] using the identical data employed 
by Minot (1908), obtains radically different rates, then it is realised 
that the real problem here is of ifiathematical nature. 

Brody [1927 (b)] presents graphs with which he al tempts to 
show that tne relative growth curve is not of a steadily deciieasing 
nature, but that it is made up of a series of siraighl segments. 
MacDowell et al (1927) do not agree with this. They demonstrate 
an even and regularly decreasing curve. They criticise the data 
upon which Brody relied for his determinations, and they also 
show that any curve may be approximated by a number of straight 
lines. 


4. Growth in Length. 

In the introduction to this paper was mentioned the failure of 
investigators to define with accuracy their procedure. Nowhere is 
this failure more apparent than in the case of length of foetuses. 
By determining increase in length an idea of skeletal growth, rather 
than of mass increase, is obtained. Later it will be seen that these 
two factors are actually correlated. It is evident that in each case 
the identical dimension should be measured. This can be done only 
when the extremities of the line are clearly defined. If the line 
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is not straight then its course between the two fixed points should 
be indicated. Unfortunately in the literature the terra length 
of foetus is often given without further amplification. 

For the human foetus certain fixed measurements are in general 
use. These are described by Mall (1910). Commonest of these are 
sitting-height (crown-rump), standing-height (crown-heel), and 
vertebral column length. In the veterinary field most workers have, 
no doubt, made use of a dimension akin to the human sitting-height 
or crown-rump measurement. That the fixed points have varied is 
indicated by the few instances in which an attempt at defining 
“ length ” has been made. Hammond (1927) refers to a poll-base- 
of-tail measurement, while Curson and Malan (1935) use the forehead 
and the base of the tail as landmarks. For rats the nose-anus 
dimension is in general use (Donaldson, 1924). Bergmann (1922) 
refers to a muzzle-rump measurement employed by some investigators. 
He concludes that this is inferior to the poll -rump measurement. 

In all these cases attempts have been made to indicate the length 
of the foetal body. All the measurements are of straight-line 
dimensions. Although “ crown-rump ” ajipears to be a most useful 
measurement in the human being, its value in an animal with a 
relatively long and flexible neck is greatly redm ed by the possibility 
of large errors due to changes in posture. In the sheep foetus, even 
when it is laid out flat with the neck perfectly straight, relatively 
large variations may be introduced simply by flexing and extending 
the head on the neck. In making use of such dimensions it is 
essential that the position of the foetus as w^ell as the landmarks be 
standardised and defined with care. 

Malan and Curson ( 193G (o)] expretjs the opinion that a measure- 
ment along the back of the foetus, in preference to a straight line, 
should assist in eliminating the effect of posture. It was their 
intention to make use of Mall’s (1910) “ length of vertebral column 
dimension. They employed as an anterior landmark for their 
curved crown-rump ” length, the midpoint of the line joining 
the medial canthi of the eyes. The posterior landmark was the 
root of the tail (Curson, 1937). The authors do not find that the 
use of this measurement improves the fit of the data in a weight- 
length curve. From this it would appear that the curved line is 
no more accurate than a straight measurement. The line used is 
obviously not the equivalent of that referred to by Mall, and it 
remains to be seen whether Mall’s line — length of the vertebral 
column — would produce better results. The difficulty in making 
this measurement is that there is nothing to indicate that, in any 
species other than the human being, the extension of the eye-ear 
line indicates the point of origin of the vertebral column. 

Lengths of sheep foetuses from the third to the twenty-second 
week are given by Gurlt (1847). His figures show no close similarity 
to those of other workers. Better figures are those of Assheton (1905). 
These are limited to the very young^ stages. A large amount of 
data concerning accurately aged Merino foetuses are presented by 
Curson and Malan (1935). On plotting these data against age the 
authors obtain a curve which resembles an elongated ‘‘ S This 
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curve (lifters from the weight-age curve previously described. Due 
to the small number of foetuses used the (lata show much variability, 
but this cannot obscure the fact that there is a definite length-age 
curve for foetal growth. Apart from additional figures for straight 
crown-rump length, Malan and Curson [1936 (a)J also tabulate 
their “ cuiTed crown-rump measurements. Although the latter 
figures are not plotted, it appears that this would result in a curve 
of roughly the same shape as that obtained with the straight-line 
dimension, (lalpin (1935) indicates the lengths of a number of 
accurately aged llomney foetuses. The measurement taken aopears 
to have been somewhat akin to Malan and Curson’s [193(5 {a}] 
curved crown-ioimp dimension. If the figures represent straight 
crown-rump lengths then a Romney foetus must be considerably 
larger than a Merino foetus of identical age. 

Craig (1912), who simply speaks of “ length of the foetus 
gives figures for the horse, the bovine, the sheep, the pig and the 
dog. As he mentions merely the average length for each of the 
seven periods into which he divides the gestation period, no 
(ionclusions as to the nature of the growth curve may be drawn. 
His data for the sheep lit in well with the figures recorded by 
Curson and Malan. h'or the length of the lamb at birth Oaig 
gives 18 inches, w^hich is considerably higher than the figure 
mentioned for a 145 day foetus by Curson and Malan (1935). If 
Oaig’s figiu’e is a good average one then the distinct flattening 
of the last part of Curson and Malan’s curve should disappear and 
the curve should be much more even. This would then produce a 
curve resembling that given by Draper (1920) in his work on the 
guinea-pig. His curve also has a double nature, but the second 
change of direction is very gradual. Draper (concludes that from 
the 15th day of foetal life till the C4th day the percentage rate* 
of growth in length decreases steadily. Hammond (1927) indii*ates 
the measurements of eight bovine foetuses, ranging in age from 
1 to 8 mouths. The figures would apparently fit a curve such as 
that under discussion. • 

Already it has been shown that there is a (iorrelation between 
the age and the length of a foetus. In the human foetus 
this relationship has received a fair amount of attention. Simple 
empirical formulae for eispressing each of these characteristics in 
terms of the other are given by Scammoii and Calkins (1923). 
Noback (1922) demonstrates the simple relationship, between sitting- 
height and standing-height. Scammon (1937) shows that the simple 
1 ‘elationship between these tw^o lineal dimensions may be extended 
to embrace numerous other external measurements of the foetus. 
Noback (1925) demonstrates that in the lineal growth of a single 
system such as the respiratory the age-length correlation is still 
present. 

Curson and Malan (1935) consider the correlation between weight 
and length. In addition to presenting a graph for these two 
characteristics plotted one against the other, they show that relative 
increases in length and in weight may be plotted to a straight line. 
This is confirmed in a later article [Malan and Curson, 1936 (n)]. 
It is also found that the “ fit is not improved by the use of the 
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curved crowu-rump measurement. Tliey conclude that increase in 
length is a function of body weight, and that the reverse also holds 
good. They observe that the logarithmic values of weight and of 
crown-rump length are equally variable. Hammond (1927) states 
that “ weight is more variable than length (Jurson and Malan 
(HW5) show that when Arey’s (19^14) data for the human foetus are 
plotted, the same length-weight relationship becomes evident. 
According to Scamnion (1922) there is a definite height-weight index 
for babies at birth. 

Workers on post-natal growth have not been content with 
measuring one dimension. Instead they make use of a number of 
representative measurements, some of which are mentioned and 
illustrated by Itagsdale, Kiting and Brody (1926). It will be seen 
that there are two classes — straight and curved or circumferential. 
The purpose of all this is to obtain an idea of growth in all three 
dimensions, rather than to he limited to a one-dimensional ” 
conception of the process. Jt appears that by an extension of this 
idea to the study of foetal growth a mu(;h clearer and more accurate 
visualization of the changing proportions of the developing foetus 
may be attained. It is conceivable that ratios behveen dimensions 
may l)rove to be better indices of age than the absolute measurements 
themselves. 


5. Growth in Surface Area. 

Xot only weight and linear dimensions but also surface area 
may be used as a measure of size. In the living animal, especially 
after birth, surface area assumes an even greater importance, for 
it is intimately associated with heat regulation and metabolism, 
[n the sheep foetus this aspect of growth has been studied by Malan 
and Curson [19*16 They find that the curve for surface area 

against age is similar to that for weight and age. Relative increases 
in area and in weight may l)e plotted to a straight line. 

Ow’ing to the desirability of jireserving intact tlie foetuses used 
in the present work, surfacje area has not been considered. 

6. Ghantjcn in External Appearance, 

ft is not intended to discuss here the earliest developmental stages 
of the sheep embryo and foelus. Rather is it the object to commence 
at the stage at whicli in textbooks the subjec t is usually left, and 
to ccmsider the manner in which the early common mammalian type 
is moulded into the Merino lamb delivered at ]uirturition. The 
changes wdjich take place will l]e correlated with age so as to arrive 
at something similar to Arey’s (19*34) “ Table of Correlated Human 
Development 

Assheton (1905) intimates that the development of the sheep up 
till the 10th clay has been worked out by him (1903), and that the 
further development has been fullv described by Bonnet (1895 and 
1898\ Unfortunately neither of these papers was available to me. 

For the bovine Hammond (1927) presents a table which, in spite 
of the small number of foetuses available for its compilation, is a 
useful guide in age-determination. An interesting feature of thia 
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table is the use that is made of the stage of pigmentation of the 
eye in the early foetuses. Attention is also directed to the value of 
the limb-bud and the development of the hoofs in ageing foetuses. 
Some further, details coiHterniiig the external form of bovine foetuses 
in the early stages of gestation are mentioned by- Kupfer (1936). 

The appearance and distribution of hair on the foetus has long 
been used as a criterion of age. The spread of hair over the Merino 
foetus is described by Duerden and Ilitchie (1924). The time of the 
first appearance of hair is placed towards the end of the 2nd month. 
To this exception is taken by Curson and Malan (1935), who maintain 
that hair is first visible on the forty-second day of prenatal life. 
Oalpin (1935) describes the development of hair in the New^ Zealand 
Uomney foetus. She draws a distinction between tactile hairs and 
body hairs. The former start to appear on about the 76th day, 
w^hereas the latter are first seen on the 90th day. These times refer 
to the actual emergence of the hairs above the surface of the 
epidermis. The hair follicles, of course, are distinguishable long 
before this. Like Duerden and Ritchie, she finds that the development 
of hair is furthest advanced on the most anterior parts of the body. 
The backward spread takes place in accordance with a plan so 
regular that it appears to offer an excellent means of age-determina- 
tion. 


(haig (1912), Bergmanii (1922) and Hammond (1927) give details 
for hair development in the bovine. When due allowance is made 
for the increased length of the developmental period in this species, 
it is seen that the figures mentioned correspond closely to tliose 
obtained for the sheep. 

Other external features do not appear fo have leceived much 
attention. 


( d ) The Maternal^ Mammary Gland. 

Probably on account of the relative unimportance of the sheep 
as a milk producer, its udder does not appear to have excited scientific, 
interest. That milk production in the sheep is of economic 
importance, especially in crossing for fat laml) production, has been 
show’ll by JouWt (1936). From the above it must not be assumed 
that in other species the causes of mammary development and milk 
secretion have not been the subject of scientific investigation. On the 
contrary, much work has been done in this connection. 

Early in the present century Ijane-Claypon and Starling (1907) 
studied with inconclusive results the effects on mammary develop- 
ment of various foetal placental extracts. Loeb and Hesselmann 
[1917 (a) and (5)] show that mammary activity is correlated with the 
uestral cycle as well as with pregnancy. The changes occurring with 
each oestral cycle resemble closely those of the early part of gestation. 

A close study of the whole problem has been made by Turner. 
This author (1930) traces the foetal development of the udder, 
indicating the stage attained at birth. In a later paper (1934) 
development in the post-natal period is followed up and it is shown 
that, excepting for the deposition of fat, there is no (diange between 
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birth and the onset of puberty. From this time onwards, with each 
recurrinjf oestral cycle, there is more and more growth and branching 
of the duct system and the gland tissue comes to resemble a tree 
without leaves. With the onset of pregnancy there is still more 
branching a(*tivity, followed by alveolar development. At mid-term 
the leafless tree picture has been altered to resemble a bunch of 
grapes, the ducts being the stalks and the alveoli the grapes. Now 
secretion commences and it is the accumulation of the secretory 
product which results in the visible filling out of the inainmary gland. 
Hammond’s (1927) icsulis are in agreement with these views. 
Woodman and Hammond (192^1) and Asdell (1925) find that the watery 
secretion which, in virgin heifers, may be withdrawn from the udder, 
begins at mid-term to undergo qualitative and quantitative changes 
whi(!h foreshadow the formation of the cholostral milk. The above 
results ai)pear to explain why workers such as Ragsdale et al (1924) 
have found that in lactating cows a subsequent pregnancy does not 
have any effect upon milk yield until the end of the fifth month 
of gestation. 

At the time of fertilization, therefore, mammary development 
is already under way. The further development of the udder occurs 
in a slow and orderly manner and is spread out over the entire period 
of gestation. It is incorrect to regard milk secretion as being initiated 
rapidly a short while prior to parturition. 

This internal development and the a(*cumulation of fluid must 
make itself evident in an increase in size and weight of the gland. 
Hammond (1927) shows that in heifers in their initial gestation 
period, the weight of the udder increases from 2,200 gm. at the end 
of the first month to about 3,000 gm. at mid-term, and to between 
0,000 and 9,000 gm. shortly before parturition. Thus the major 
portion of the increase in weight occurs in the second half of 
pregnancy. Hammond further indicates that in considering udder 
weights, especailly in dry cows, the age and the condition of the 
subject should receive due attention, as both these factors have an 
influence on the weight of the organ. 

(c) The Maternal Endocrine Glands. 

1. The Pituitary, 

This gland is most intimately associated with all the sexual 
functions of the animal body. A sex-difference in pituitary size has 
been demonstrated in man (Rasmussen and Herric,k, 1922), in the 
albino rat (Jackson, 1913; Hatai, 1913; and Addison and Adams, 
1926) and in the pigeon and the dove (Riddle and Nussmann, 1933). 
In each case it is the female that has the larger pituitary, and in 
this sex the gland also has a steeper growth curve. Addison and 
Adams show that 95 yer cent of the excess weight is ac(H)unted for 
by the anterior lobe of the hypophysis while the remaining portions 
are but slightly heavier than in the male. This is in agreement with 
the conclusions drawn by Rasmussen and Herrick from a study of a 
few human pituitaries. Working with albino rats, Andersen (1933) 
shows that at different times in the sexual cycle the hypophyseal 
weight varies. The maximum weight is encountered during oestruiri. 
From then onwards there is a gradual decrease to the minimum 
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weif^ht which is reached twenty-four hours prior to onset of the next 
heat period. In the fowl it has been shown that during the laying 
period the pituitary is heavier than duiing the moulting stage 
(Marasa and Blinov, 1930). For the mare Schopf (1935) gives pituitary 
weights at different stages of gestation. He states that due to diffe- 
rences in the size of his subjects, no <*onclusions may be drawn from 
the. absolute weights. When relative weight is the criterion then it 
appears that pregnancy is accompanied by an incaease in pituitary 
weight. Whether Schopf is justified in assuming that pituitary size 
is proportional to body weight is questionable. Upon this point 
no direct evidence is available, yet it must be admitted that in the 
results of Addison and Adams (1926) some correlation between body 
weight and pituitary weight is evident. 

From a study on the albino rat, Herring (1920) concludes that 
the effect of pregnancy is to reduce the w^eight of the pituitary. 
Hammond (1927) considers the oestral cycle to be the homologue of 
the reproductive cycle with dioestruin corresponding to the gestatory 
period. If this is the case, Herring’s view re(*eives cnnfirniation 
from Andersen’s (1933) findings. 

In the bitch (Wolf, (leveland and (’amphell, 1933), in the s(jw 
(C leveland and Wolf, 1933), in the mare (Schopf, 1935) and in the 
sheep (Warbritton and MacKenzie, 1937) it has been shown that 
w'idely differing histological pictures are associated with the various 
phases of sexual activity. The changes take the form of qualitive as 
well as quantitive variations in the <ihromophil cells of the anterior 
lobe. The changes described in the bitch and the sow suggest that 
during pregnancy a decrease in the size of this lobe is to be 
anticipated. 

2. The Adrenal. 

In the albino rat the sex differences and the growth curves of 
the adrenals resemble closely thosfe of the pituitary (Jackson, 1913; 
Hatai, 1913). Barker (1937) finds that the adrenal of the dog is 
lighter than that of the bitch. Mature females have heavier adrenals 
than immature bitches. In mice Deanesley (1928) demonstrates 
histological differences between male and female adrenals. 

Andersen and Kennedy [1933 (6)] show that in female albino 
rats adrenal weight is very variable, and that factors such as age, 
body weight, sexual season and the presence of infection must receive 
attention. They contend that bacterial infections of the lungs make 
for increased adrenal weight. Motow (1937) does nut agree with this. 
Rosenbluth and (layet (1932) conclude that the adrenal is relatively 
stable, both in weight and in adrenin content, to changes in diet. 

Andersen and Kennedy (1932) show that during oestrum the rat 
adrenal is heavier than in dioestrum. This increase during oestrum 
is associated with definite histological changes, the cortex being 
increased in thickness at this stage of the cycle. Nahm and McKenzie 
(1937) demonstrate variations in the adrenal of the ewe, . 

Deanesley (1928) finds that in the mouse there is associated with 
pregnancy a degeneration of the inner portion of the cortex, described 
by her as the inner dark staining zone 
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llerrinf^ (1920) inainlaiua that during piegiiaiioy the adrenals of 
the rat are slijyhtly hypertrophied. I'his findiiif>: is eritieised by 
Andersen and Kennedy [1933 («)!» maintain that the fiji:ines do 
not show any significant changes. The latter authors, after reviewing 
all the available literature, eoncdude that the ease for i)reguan(*y 
hypertrophy of the adrenal has not been establised. They admit 
that there is a possibility that all species may not react in an identical 
manner. After careful consideiation of all the available data they 
maintain that in the case of the human being, the rat, the mouse, 
the rabbit and the cat, the balanc*e of evidence is against such a 
hypertrophy. Their own results, in which relative adrenal weight 
is ejnplo.ved, iiidicale that during pregnancy the adrenals resemble 
those of the dioestrus period, which again are light(!r than the 
adrenals of the oestrus jieriod. During lactation a significant rise in 
adrenal weight is evident. 

Mutow (J937) finds the adrenals to be heavier at oestrus than 
during dioestrus. When he considers a riombined group of pregnant 
and lactating rals, a weight slightly above the dioestral standard is 
obtained. This irn'i’casc may be ac‘counted for entirely by the lactating 
rats in the group. 


3. The Thyrtrid, 

Andersen (1933) stales that the great variability in weight of this 
organ is due partly to the difficulty of dissecliiig it free from the 
surrounding tissue. Jackson (1913) shows that during growth the 
relative weight of the thyroid changes, being highest at birth. 
ZimmeJinann (J933) states that with iniTeasing age the thyroid under- 
goes regressive (hanges, the isthmus in particular being affected. 
Oi^wall (1933) finds that there is a definite weight difference between 
thyroids from female rats at lieipzig and from similar rats in Stutt- 
gart. This may be a strain difference or it may be of dietary origin. 

With all these possible sources of vaiiation, only exceedingl> 
large changes in the size of the thyroid would be of significance. 
It is not surjirising to find that Andersen (1935) comdudes that she 
is unable to demonstrate changes due to vsexual season. 

(Juggisberg (1933) maintains that in the pregnant woman the 
thyroid is enlarged to such an extent as to render the increase clini- 
cally detectable. He states that although there is hypersecretion from 
the thyroid, this cannot be termed hyperthyroidism because the 
thyroxin content of the maternal blood is not raised. The surplus 
secretion is for the use of the developing foetus, which, until late 
in foetal life, is devoid of its own supply. 

Herring (1920) claims to have shown that in the rat there is 
a decrease in thyroid size during pregnancy. 

4. Corpus' Lut emu. 

It is now agreed that this body should be regarded as a temporary 
endocrine gland. Its function has been studied in great detail. With 
this aspect the present paper is not concerned. Only its macroscopic* 
appearance w'ill be considered here. The appearance of the ovine 
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corpus luteum, both, in the oestral cycle and in pregnancy, has 
been well described and illustrated by Quinlan and Mare (1931). 
The microscopic appearances have been reported upon by Marais 
(1936). h'rom these works it is learned that the (corpus luteum of 
the sheep maintains its structure for a long time. The corpus luteum 
of menstruation shows its first signs of deterioration shortly prior 
to the next oestrum, while that of pregnancy remains unchanged 
until the approach of parturition. The latter corpus luteum tends to 
sink deep into the ovarian tissue, especially during the latter half of 
gestation. This fact may be responsible for the statements of certain 
observers to the effect that the size of the corpus beomnes reduced 
during the second half of pregnancy. 

From actual weights of bovine corpora lutea, Bergniann (1922) 
concludes that there is no decrease in size throughout the period 
of pregnancy. Kaltner (1923) shows that during the entire teim the 
bovine corpus luteum conforms closely to the average weight of 
4*2(5 gm. liven at parturition he could not detect macroscopic 
changes in the size and appearance of this structure. In twin 
pregnancies he finds that each of the two corj)ora is smaller than 
the average referred to above. He maintains that the presence 
of dead, mummified or macerated foetuses does not prevent 
degeneration of the corpus nor even the approach of a new ovulation. 
Hammond (1927) also finds that there is no change in the size of 
the corpus luteum during the course of pregnancy. He mentions 
that during gestation follicular atrophy is much more severe than 
during the sexual cycle. This tends to cause a decrease of ovarian 
weight, especially in the case of the ovary not containing the (‘orjius 
luteum. 


5. The Pineal, 

No reference to the macroscopic appearance of this organ during 
pregnancy has been encountered. * 


(/) General. 

1. The Situation of the Foetus, 

From a consideration of the mode of liberation of the ovum and 
of fertilization it will be evident that the foetus should in most cases 
be situated on the same side of the body as the corpus luteum. From 
the figures of Kupfer (1923) and those of Curson (1934) it is seen that 
this is the case. In a small number of cases, however, migration 
occurs. This may take place via the abdominal route (Leopold, 1888) 
or it may occur by the internal or uterine route (Warwick, 1926). 
This latter type of migration is not possible in mammals which have 
a uterus duplex — e.g. the rabbit. 

When more than one foetus is carried, the corpora lutea ma> 
be in. one or in both ovaries. Irrespective of the distribution of the 
corpora between the ovaries, the foetuses are usually spaced evenly 
along the entire tract (Warwick, 1926), Even in a case qf uniovular 
twins, Henning (1937) found the foetuses lying one in each horn. 

442 



J. H. L. CliOETB. 


In cattle it lias l)een foiiiul that the ioetus is carritMl in the 
right horn more often than in the left (Keefer, 1937), Clark (1930) 
shows that this is not due to more frequent ovulation from the 
right ovary. It appears, therefore, that in the bovine migration 
usually occurs from the left to the right horn. Clark failed to find 
justification for the belief that there is usually a relationship 
between the sex of the calf and the horn in which it is curried. 

In the sheep, due to the prolonged persistence of the corpus 
luteum, it is a simple matter to determine whether ovulation has 
occurred from alternate <ivaries or not. Quinlan and Mare (1931) 
find that usually there is alternation hetween the two ovaries, but 
that on occasion ovulation may occur twice or even three times in 
succession from the same ovary. Rulil (1925) mentions the fact that 
in the human being after unilateral ovariotomy the length of the 
sexual cycle is not doubled. This, he states, indicates that there 
is no inherent mechanism preventing suc(‘essive ovulations from 
the same (»vary. 

2. Effect of Geataiion on Maternal Weight. 

In view of the scarcity of data on prenatal growth, some 
investigators (e.g. Ragsdale, Kiting and Hrody, 192()) have attempted 
to gauge foetal development by noling the increases in weight of 
jiregnant cows. This meth<»d at best can but give an indication of 
the growth of the whole foetal system, which is neither e(iual nor 
proportional to foetal growth. 

Bartlett 1 192() (/i)J states that in experimental work on pregnant 
cows it is often necessary to be able to apply a correction for foetal 
weight. He is of opinion that the only increase in weight of mature 
pregnant cows is that due to the foetal system, while .in, immature 
cows there is actual growth up to the fourth mouth of gestation. 
The former class will regain its service weight after paitiiiition, 
while the farrow weight of the immature cow is the same as that 
shown at the fourth month of pregnancy. 

Reference has already been made to (hirson and Malan’s (193()) 
treatment of the weight of the gravid uterus as a percentage of the 
nett live weight of the ewe. 


CHAPTER 3.— PLAN OF INVESTIGATION. 

(a) Material. 

Apart from a few references to some of the material already 
reported upon by (^irzon and Malan, the data for this paper are 
derived entirely from observations upon a series of ewes slaughtered 
at ( biderstepoort during the period April to November, 1937. 
These sheep, typical Merinos, were drafted from the availalile flock 
on the research station at Ermelo, Transvaal. The methods of sheep 
husbandry practised on this farm are described by lloffman (1935) 
and Eoux and Hoffman (19e35). Information regarding the 
physiography of the station and its effect on Merino sheep is given 
by Roux (1936). 
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The known sexual history ol' the ewes has been arran^^ed in 
tabular form (Appendix — A). As the ewes had not been kept under 
constant supervision from the time of attaining sexual maturity, 
it is certain that many occurrences of oestruin are not recorded. 
However, the information (toncerniiig previous services and 
pregnancies is complete and accurate. 

Regarding the service of the ewes, the controlled method 
(Roux and Hoffman, 1935) was practised. Teasing ’’ was carried 
out twice daily and service was allowed soon after the detection 
of oestrum, and again twelve hours later. Where an ewe was still 
willing to stand for the ram at the next testing (i.e. 24 hours after 
the onset of oestrum) a third service w’as allowed. 

Four rams were employed to serve the ewes. All were typical 
specimens of the Merino breed, of mature age (about six years) 
and of fairly uniform size (around 140 lb. live weight). The rams 
were used at random, no attempt being made to mate a certain 
ram to any particular ewe, nor were the two (ionsecutive services 
of any ewe ne<‘essarily given by the same ram. 

Most of the ewes were tested daily for 22 days following service, 
and where oestrum reappeared it was assumed that the ewe had 
failed to conceive. In the case of those ewes required for the stmly 
of the earliest stages of pregnancy this testing was impracticable. 
When slaughtered, many of these ewes proved to be non-pregnant. 

Soon after completion of the testing (or, in cases where no 
testing was carried out, soon after service) the ewes were railed 
to Onderstepoort, w’here they were placed in a small camp 
(100x50 ft.) in which a good water-supply was always available. 
They w^ere allowed the ration* usually fed to sheep at this Institute. 

At first eacli shee^ was weighed once only, i.e. just prior to 
slaughter. However, it was later decided to weigh the ewes at 
weekly intervals, this taking place at 11 a.m. on Monday mornings. 
The sheep were not starved before being weighed. 

Although the ewes were selected at random, they were never- 
theless drafted from a flock of fairly uniform size and age. As a 
result the ewes of the experimental group showed but slight 
variations in these respects. 

Had the weights of the ewes at the time of service been available, 
it would have been an easy matter to test the group for uniformity 
of w^eight. As there were differences in condition (fatness) it cannot 
be claimed that the weights would have been a true index of skeletal 
size — the factor which is of importance in the determination of size 
of the foetus. 

It was decided to make use of brain weight as an indication 
of size. It must at once be pointed out that there is no definite 
authority for this procedure, and that no undue importance should 


* This is as follows : —Roughage always available in racks; J lb. of maize 
per sheep per day. Green feed or, when this is not procurable, lucerne hay two 
or three times per week* 
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be attached to it. However, in the human being it is known that 
the brain reaches its fullest development relatively early in life 
(Scammon and Duiin, 1922; Kappers, 19f36). 

By comparison of the respective life-cycles and the ages of 
sexual maturity, it is estimated that in the sheep brain weight is 
likely to have reached its maximum at the age of 2i years. There- 
fore, in sheep older than 3 years, but not yet “ aged brain weight 
should not be affected by small differences in age. Further, it has 
been sliown in the rat that the (*oefti<*ient of variation of the brain 
is considerably lower than that of most organs or of Ihe body as a 
whole (Jackson, 1913). It is evident that from day to day the 
brain weight of an individual is not likely to change in the same 
iroportion as the body weight which, especially in the ruminant 
Bartlett, 1920 (a)], is subject to large daily variations. Kappers 
1930) states that in the human being body weight and brain weight 
are correlated. It is felt that these facts go far to justify ihe use 
of brain w^eight as an index of body size. 

In Table 1 are given the mean brain weights of the ewes when 
placed in monthly groups according to the stages of pregnancy 
reached at the time of slaughter. 

When tested In Fisher’s (1930) “ Analysis of Variance ” 
method these figures show no significant differences. 


Tahle 1. 

lira hi Welffhia of Ewea, 


(fRoces OF Kweh. 


1 

2 


4 

5 
<i 


; Gla8.s. 

No. of 

1 Em'ch. 

1 Mean Brain 
j Weight.* 

' N<m-pn*g 

11 

j 107-73 

iHt month 

12 

1 104-42 

2n<l month 

8 

1 103-25 

3rd month 

K 

' 106-17 

4th mouth 

7 

1 107-43 

r>th month 

r> 

1 104-60 


♦ Weight in Grams. 


In Table 2 the coiKe])tion «iges of the vsajiie groujis of ewes are 
treated in a similar manner. Again the differences are insignificant. 
From these tests it is concluded that, although the ewes did show’ 
variations both as regards size and age. the (effect of the random 
selection w^as such as to spread the difierences evenly throughout 
the six groups, there being no “.prejudice” in favour of any 
particular group. 

All details I'egarding dates and times of service and of slaughter 
are to be found in tabular form in Appendix A. 
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Table 2 . 
Ages of Ewes, 


Gboufs or £;wic8. 

No. of 
Ewes. 

Mo&n age* 
of Group. 

No. 

Class. 


Non>nrt)flr 

11 

3*72 


iHt month 

12 

3* 75 


2nd month 

8 

3-60 


3rd month 

6 

3-67 


4th month 

7 

3-63 


5th month 

5 

3*77 






* Age in years. 


{ h ) Procedure. 

(1) Collection of Data, 

Immediately before slaughter the ewe was weighed and a clinical 
examination was made. Age was determined according to the teeth, 
while the degree of development of the mammae and of enlargement 
of the abdomen were determined both by visual inspection and by 
palpation. Then the animal was placed on its left side and was 
held firmly while its throat was out and the spinal cord severed. 

Immediately after death the mammary gland was removed ; the 
skin was incised transversely in the region of the umbilicus and the 
gland was loosened from the abdominal wall ; at its caudal border the 
mammary vessels were examined liefore being cut through. When the 
organ, together with its lymph glands, had been freed, the incision 
through the skin was continuad along the circumference of the base. 
The gland, removed with its covering skin, was laid flat on its base, 
and left in a cool place until its adipose tissue had set.''' 

Meanwhile, avoiding rolling of the carcase, assistants had 
removed the skin and had inserted hooks into the loins, the withers 
and the neck. By means of these the carcase was supended in 
imitation of its natural standing posture. 

Through slits in the flanks the positions of the rumen, the intes- 
tines, the uterus and the ovaries were observed. The gastro-intestinal 
tract was removed and a note was made of the appearance of the broad 
ligaments and uterine vessels. Then the entire tract (plus the anus 
and part of the rectum) was transferred to a mesh-covered frame 
which fitted accurately over an enamel tray. Various sizes of frame 
and tray were used, and the weight of each set was known, 

T 11 some instances it was necsessary (for the purposes of a different 
investigation) to inject into the lactiferous sinus a solution of gelatine 
coloured with Giemsa. The injection was carried out immediately after 
removal of the gland. The quantity of fluid injected as weU as its specific 
gravity was noted. 
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The adrenals and the thyroid gland were removed, eleaned of all 
adherent tissue and weighed. By this time an assistant had opened 
the skull. The brain was removed in its membranes and with the 
hypophysis intact. After the medulla oblongata had been severed 
transversely at the point of divergence of the restiform bodies, the 
membranes were carefully stripped off and the brain was weighed.* 
Both the pituitary and the pineal were removed, cleaned and weighed. 



Plate i. — Showinfr the rncth<xl of ineasiiring the iiteruB and the vagina. 


After this the genital tract was again considered. The rectum, 
the bladder and all loose tissue were removed and the skin and 
muscular tissue around the vulva were trimmed, care being taken to 
ensure uniformity in all cases. The vagina and the Fallopian tubes, 
mesosalpinx and ovaries were detached, thus leaving the “ dressed 
uterus the weight of w^hi(;h was then recorded. (In this, as in 
all similar i)roceaure8, the tray was placed on the scale, and the 
weight of its c^ontents obtained by dediujting from the recorded figure 
the weight of the tray and frame.) 

The vagina was weighed and, having been cut longitudinally in 
the raid-dorsal line, was laid out flat and its length and width were 
measured as indicated in plate 1. In determining the thickness 
of the vaginal wall, which was measured at the middle of the length 
line, the loose adventitious tissue on its outer surface w as not ineduded. 


* Here the weight of the small piece of bone- -dorsum sella e of the 
sphenoid — which lies between the brain and the hypophysis, was included ; 
however, the relative error is negligible. 
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Each Fallopian tube, having been freed from its mesosalpinx, 
was weighed. The length was measured and at the middle of this the 
diameter was taken. 

The ovaries were cleaned and were measured as follows: — 
Length (in a craiiio-caudal direction), width (from side to side) and 
depth (in the sagittal plane). In each ease the maximum measurement 
was recorded. The presence and appearance of Graafian follicles and 
corpora lutea were noted and then each ovary was weighed. 

Attention was now transferred to the gravid uterus. The broad 
ligaments were severed in such a way as to allow of the organ being 
laid out as illustrated in outline in plate 1. Using a piece of twine 
the lengths of the greater and the lesser curvatures and the circum- 
ferences of the horns were measured, (See plate 1.) 

Starting from the tip of each horn, and using small blunt-nosed 
scissors to avoid injury to the underlying sacs, the uterine wall was 
incised along the greater curvatures. Any strain on the membranes 
due to their cotyledonary attachments was i*elieved by cutting through 
the peduncles of the maternal cotyledons. In this way the uterus was 
opened completely, leaving the entire foetal system exposed. 

At this juncture the situation and the posture of the foetus (visible 
through the membranes) were noted, as were details of the appearance 
of the allanto-chorion, the placenta and the uterine mucosa. 

After collecting* some allantoh? fluid for chemical analysis, the 
allanto-chorion was slit open and the fluid was allowed to escape. 
Then the loss of weighi: was determined and from this and the 
specific gravity (determined in connection with the chemical investi- 
gation) the volume of allantoic fluid was calculated. This was 
repeated with the amniotic fluid. 

After a double ligature had been applied at its foetal extiemity, 
the umbilical cord was severed and the foetus removed. After the 
adherent mucus and amniotic fluid had been rubbed off its coat the 
loetus was weighed. Then is was placed on its right side, with its 
neck and back in the same straight line and with the long axis of 
the head at right angles to this line. (*) Both the straight and the 
(turved (‘.rown-rump lengths were measured (as shown in plate 2). 
After this the foetus was placed in a flat-bottomed dish in the posture 
described above and was coveied with fixing fluid. For foetuses under 
the age of 45 days Professor Darts solution (*) was used, while for 
all others the fluid employed was a 5 per vent, solution of neutralized 
formalin. Foetuses were allowed to remain in this fluid for a few 
weeks. 

* In order to obtain fluid free from any contamination or admixture, it 
was withdrawn through a hyjiodermic needle inserted into tho sac. 

(1) In very young foetust^s this w’as made impossible by the curvature of 
the body and neck. In these eases the maximum .straight measurement was 
recorded as the straight crown-rump length. 

(2) Neutralised formalin 300 mn. 

Sodium chloride 75 gm. 

Tap water 9,700 coin. 

The neutralised formalin is prepared from commercM’al formaldehyde (40 
per cent, strength), to 1,000 ccm. of which is added 2 ccm. of a N 10 Elution 
of caustic potash. The precipitate is filtered off through pulp. 
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By replacement of the membranes upon the uterine wall the 
detached cotyledons were returned to their ori8:ina] situations. By 
severing’ their placenlal attachments flush with the surfaces of the 
maternal cotyledons, the membranes were removed and weighed and 
their volume was determined by the displacement method. It will be 
noticed that the umbilical (‘ord was included with the foetal envelopes. 

After the weight of the empty uterus (i.e. the weight of the 
uterine wall plus that of the placenta) had been determined, the 
number of cotyledons in each half of the uterus was counted. For 
this purpose the line C — J (plate 1) was taken as the division between 
the two halves. 



The minute, very pale and non-functional cotyledons present in 
the tips of the coniua were not counted. In each horn the maximum 
diameter and height both of the largest and of an average-sized 
(^oty)edon were measured. In subjects j)regnant foi- bJ) days or more 
the cotyledons were removed from the uterine wall by cutting the 
mucosal penduncles, and their weight ami volume’^ were determined. 
Then the uterine wall was weighed, after which it was again stretched 
out and the cervix was opened by a longitudinal incision. The 
procedure for determining the length, width and thickness of the 
cervix was similar to that described for the vagina. Notes were 
made of the aJiiount and nature of the mucus contained in the cervical 
canal, while the appearance of the cut surface was also lecordeu. 
The length and thickness of the body and the thickness «)f the wall 
of each of the horns of the uterus were measured. All the points fj)r 
measurement are indicated in Plate 1. 


By the displaeetn<*nt method. 
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By this time the adipose tissue in the mammary gland had set. 
Ill removing the covering skin those portions enclosing the teats 
were left in position. The weight of the gland was determined and 
where necessary this was corrected for the weight of injection fluid 
present in the lactiferous sinus. 

Later, as time permitted, the preserved foetuses were studied. 
The crown-rump lengths were t’e-iiieasured io determine whether 
shrinkage had ocjcurred. ^ In no instance was any appreciable 
difference observed. The dimensions listed and illustrated in Plate 2 
were measured. Then the external appearance of the foetus was 
studied, special attention being devoted to the appearance of hair 
and the development of the appendages. 

2. Treatment of the Data, 

A glance at the tables in the appendix will indicate the 
variability of most of the data relating to the genitalia, the fluids 
and the endocrines. In order to minimize this and to arrive at 
simpler indications of the growth processes involved the data were 
grouped into six monthly groups according to the stage of 
pregnancy (the non-pregnant ewes being considered to be 0 months 
pregnant. The means for the groups were calculated, and these 
were then tested by PisherSs (I93fi) “ Analysis of Variance method, 
the Z-test being employed to determine the existence of significant 
differences, while the significantly differing groups were jiicked out 
by means of the f-test. 

Here it must be noted that due to the continuous nature of 
growth the differences within groups are not purely of an experi- 
mental nature, hence the accuracy of the tests is impaired. 
However, as the effect of the error is to obscure, significance (by 
increasing “ vSD for a single observation ”) the results in the present 
work will not suffer adversely. 

As standards for significance weye taken the values of Z and t 
when P=0 05 (i.e. 6 per cent. probaWlity) and when P=:0-01 (i.e. 
1 per cent, probability). A positive result at the former level (which 
already indicates definite significance) is indicated by x , while a 
similar result at the higher level of significance is indicated by x x . 

Tile complete data are given in a series of tables in the appendix. 
In the text only the means for the groups are mentioned, these 
figures being employed in the graphs as well as the tables. In the 
latter are indicated the number of each group, the class (or 
description), and the number of ewes in the group. Then the mean 
for the group is stated, and this is followed by the results of the 
tests for significance. The latter are given in two columns, the 
first showing the results when each group is tested against the 
non-pregnant group, while the second indicates the results of testing 
each group against the one immediately preceding it. 

In that section dealing with the foetus the procedure outlined 
above was not followed. Details of the treatment in this, as well 
as in a few other special instances, are given at the appropriate places 
in the text. 
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The last point to be considered is the method of estimatiiij^* 
the age of the foetus. As testing for “ heat ’’ was carried out once 
every twelve hours, the most probable time of onset of oestrum 
was taken to be six hours earlier than the time at which its presence 
was detej'ted. As the services were regulated so as to ensure the 
presence of large numbers of active sperms in the Fallopian tubes 
at the time of ovulation, fertilization was presumed to occur at 
the thirtieth ht)ur after the onset of heat. It will be seen that this 
time is determined with greater ease by simply adding twenly-four 
hours to the time of detection of “ heat The age of the foetus 
was calculated from the time of fertilization until the time of death 
of the mother, and this figure was then approximated to the nearest 
full day. 


CHAPTER 4.— OBSERVATIONS. 

(a) Genital Tuact and Placenta. 

1 . Vaffina. 

In order to determine whether, during the course of pregnancy, 
there is definite growth of the vagina, the weight of this organ must 
be considered. The mean vagina w^eights in each of the six monthly 
groups are presented both in tabular and in graphic form (Table 3 
and Fig. 1). 


Weight of Vagina. 


! I 


Gaours of Ewks. 

No. of 

Mean Vagina 

SlGNIFlCANCK TkSTS. 

No. 

ClaHH. 

Ewes, 

1 

Weight. 

1 

W. Group 1. 

W. Proe«d. 
Group. 

1 

Non-preg 

11 

Gram. 

22 '45 



2 

iHt month 

12 ; 

22-25 

— 


a 

2n(l month 

® 1 

18-88 

— 


4 

3rd month 

6 

24-83 

— 

— 

5 

4th month 

7 

27-29 

— 

— 

6 

5th month 

5 

35-20 

XX 

X 


The most sinking feature of the table is tint, apart from the 
increase in the last month, all the variations aie insignificant and 
may be due entirely to chance. Thus no imjantance is to be attached 
to the drop in weight in the second month. When this is disregarded 
it appears that during the first half of pregnancy the weight of 
the vagina remains unchanged. From the third month onw’ards 
there is to be dete(ited an upward trend w'hich, however, becomes 
definitely significant in the last month only. By the end of gestation 
the mean vagina weight has reached a level 50 per cent, above that 
of the non-pregnant group. Of this increase almost 70 per cent. 
is added during the last month, the remainder being accounted for 
by the small but cumulative increases of the third and fourth 
months. 
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Fig. 1. — Weight of Vagina. 



Having demonstrated an inrrease in mass, one may now consider 
the dimensions of the vagina with a view to determining the manner 
in which the additional substance is distributed. Length is 
considered in Table 4 and Fig. 2. 

Table 4. 

Length of Vagina. 


Qroitps of Ewes. 

No. of 
Ewes. 

Mean Vagina 
Length. 

SlGEIFICAKOE TeSTS. 

No. 

Class. 

W. Group 

W. Preced. 
Group. 

1 

Non-preg 

11 

Cm. 

1073 



2 

Ist month 

12 

11 08 



3 

2nd month 

8 

11-60 

__ 

, ■ 

4 

3rd month 

6 

13-33 

XX 

X 

5 

4th month 

7 

13-43 

XX 


6 

dth month 

5 

15-60 

XX 

XX 

1 
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Apart from the absence of a drop in the second month, the 
genera] trend of this graph is similar to that of Fig. 1. Again 
there is little or no change in (he first three groups, followed by a 
definite increase in the following months. However, in its earlier 
stages the upward trend here is fairly definite, with the result that 
the total increase, far from being praidically confined to the last 
group, is spread more or less evenly over the last three months. 



Mon^hs of Gesrdi*ron, 


When eajdi group is compared with the one immediately 
preceding it, it is found that Group 5 does not show significance, 
whereas both Groups 4 and 6 do. This is to be expected from the 
marked fiattening of the graph between the third and fourth months. 
For this no reason is apparent, and it might be that it is a 
discrepancy due to the manner of grouping. It is quite possible 
that with different grouping the shape of the graph between it> 
two extremities would be altered. 

The next dimension to be considered is the width (Table 5 and 
Fig. 3). 
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Table 5. 

Width of Vagina, 


Obouph of Ewss. I 

__ 1 

1 

No. of 
Ew«^. 

Mean Vagina 
Width. 

SiQiriFiOANoa Tiests. 

No. 

Class. 

W. Group 

1. 

W. Preoed. 
Group. 

1 

Non-preg 

11 

Cm. 

3-47 



2 

Ist month 

12 

3*39 

— 

— 

3 

2iid month 

8 

2-92 

— 

— 

4 

.3rd month 

6 

400 

— 

X 

5 

4th iponth 

7 

4*30 

X 

— 

6 

5th month 

6 

6-40 

XX 

XX 


Fig. 3.— Width of Vagina. 


4 

4 

1 

4 

1 

• 

• 

^ f 

( 

1 1 — 1 "1"" ' 1 

> 12 3 4 5 


Months of Geetdhon 


The shape of this graph hears a close resemblance to that of the 
weight (Fig. 1). The increase in width Womes significant in the 
last two months only. The positive result obtained when Group 4 
is tested against Group 3 is undoubtedly due to the accident of 
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a low figure in the second mouth, rather than to a marked increase 
in the third. As a result of the very sle.»p rise during the last 
month, the total increase in width an>r)inits to almost 100 per cent, 
of the width of the non-pregnant g' op. 


Pig. 4. — Thicknr- < t Vagina. 



Months of GestaVion 


Figure 4 (thickness of vaginal wall) gives the impression that 
during pregnancy the vaginal wall is reduced steadily to half its 
original ihiekness. However, in Table 6 it is seen that not one of 
the variations is significant, and that all may be due to chance alone. 
This finding is due 1o the large degree of variation in the original 
data (see Appendix), in which consecutive figures in the same group 
are seen to differ by as much as 400 per cent. These widely differing 
figures are comparatively few. However, under the circumstances, 
all that can be said is that there is apparently a slight tendency 
for the thickness of the vaginal wall to be reduced during gestation. 

Discussion, | 

Prom a consideration of the length and the width of the vagina 
it becomes evident that, with the advance of pregnancy, the surface 
area of this or^an is increased. This must mean that the lumen 
of the vagina is enlarged. To a certain extent the reduction in 
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thickness (contributes towards this increase in surface area. However, 
the main factor is undoubtedly the actual increase of vaginal 
substance. As there . is no internal pressure in the vagina the 
thinning cannot be due to passive stretching. There must be active 
re-distribution of the tissue-elements. These processes all indicate 
a slow preparation of the vagina for the stretching due to occur at 
parturition. It is presumed that the individual muscle fibres 
increase in size and become re-distributed to form a thinner layer. 

Table G. 


V affw a Th i ckri exs . 


Groups or Ewes. 

No. of 
Ewes. 

Mean 

Vaginal 

Thickness. 

SioNiFioANOK Tests. 

No. 

Class. 

W. Group 

1. 

W. J»reoed. 
Group. 




Cm. 



1 

Nou-preg 

11 

0-33 

— 

— 

2 

Ist month 

12 

0-.30 

— 

— 

3 

2nd month 

8 

0-28 

— 

— 

4 

3rd month 

6 

0-25 

— 

— 

5 

4th month 

7 

0-20 

— 

— 

6 

5th m^mth 

.5 

017 

— 

— 


All these (changes are recognisable upon macroscopic inspection. 
The vagina of the non-pregnant ewe is small and compact and 
ordinarily its lateral walls are in apposition. The labia of the vulva 
are firm and the opening between them is a mere slit, w^hile the 
whole of the vaginal lumen is merely a })()tential space. The mucosa 
is smooth, only slightly moist ami is usually pale. Posterior to 
the external urethral opening it o^.en has a pinkish-brown colour. 
During oestrum the mucosa becomes hyperaemic and some clear 
mucms is i)resent on its surface, while there is a suggestion of 
increased turgidity of the vulval labia. 

For the greater part of the first month of gestation the pi<jture 
resembles that of the (jestral period. Probably this is the effect of 
the last heat period rather than of pregnancy. By the end of 
the first month the appearamie is that of the anoestral period. This 
return to the less vascular “ inactive ” state probably accounts 
for the slight drops during the second month in Figs. 1 and 8. 

Not until the 110th day of gestation is it possible to observe 
definite departures from this state. At this stage the vagina has 
become loose and flabby, the labia of the vulva are soft and are no 
longer in close apposition. From now on these changes become 
more marked until at the approach of parturition the whole organ 
is soft and flabby and the lumen is large and fairly patent. In its 
anterior half a fair amount of white, cloudy and" viscid mucus is 
present, while the mucosa is pale and smooth. 
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2, Cervix, 

As the weif^ht of this organ was not retiorded separately, it is 
not possible to del ermine direeily the changes in mass that may 
occur during the <*ourse of gestation. However, these may be deduced 
from a study of the dimensions of the c.ervix. 

Length is considered in Table 7 and Fig. 5. 

Table 7. 

Length of Cervix, 


Gboups op Ewes. 



SioxiFicABOE Tests. 



No. of 
Ewimj. 

Mean 



No. 

Class. 

Length 
of Cervix. 

W. Group 

W. Preced. 

... i 


1. 

Group. 




Cm. 



1 

Non-preg 

11 

5- 14 

— 

— 

2 

1st month 

12 

5-23 

— 



3 

2nd month 

1 ^ 

,5-94 

X 

^ “(M 

4 

3rd month 

6 

6*87 

XX 

X 

5 

4th month 

7 

7-93 

XX 

X 

6 

fith month 

5 

8-80 

XX 

1 

-(*) 


(^) Here significance at P = 0*05 is just missed. 


Fig. 5. — Length of Cervix. 







W.-<Hrh in 


pbekatal growth in the merino sheep. 


It is seen that there is a definite increase, which is distributed 
evenly over the entire period of pregnancy. By the second month 
the increase has become significant and from now on during each 
month approximately equal amounts are added. This is indicated by 
the straight line which this portion of the graph assumes. 


Table 8. 
Width of Cervis. 


Groups of Ewes. 

No. of 

Mean 
Width of 
Oendx. 

SlGKIFIOANOE TbSTS. 

No. 

Class. 

Ewes. 

W. Group 

1. 1 

W. Freoed. 
Group. 

1 

Non-prog 

11 

Cm. 

1-76 

_ 


2 

1st month 

12 

212 

X 

X 

3 

1 2nd month 

8 

1-68 

— 

X 

4 

Srd month 

6 

1*92 

— 

— 

5 

4th month 

7 

2-29 

X 

— 

6 

5th month 

5 

2*98 

XX 

XX 



lionrt\^ of Gestation* 


The width (Table 8 and Fig. 6) does not eidiibit this same regular 
growth. The peak in the first month is definitely significant. This 
is followed by a drop in the second month, the figure here being 
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slightly lower than that of group 1. From heie onward there is an 
increase in width, the increment for each succeeding group being 
larger than that of the preceding one. By the fourth month the 
width is again significantly larger than that of the non-pregnant 
group. 


Table 9. 

Thickness of Wall of Cervix, 


Groups of Ewms. 

1 

Mean 

Cervical 

Thickness. 

Significance Tests. 



No. of 



No. 

Class. 

Ewes. 

W. Group 

1. 

W. Piecsed. 
Group. 

1 

Non-preg 

11 

039 



2 

let month 

12 

0-35 

XX 

XX 

3 

2nd month 

8 

0-34 

XX 

— 

4 

3rd month 

6 

028 

XX 

XX 

5 

4th month 

7 

0-33 

XX 

XX 

6 

5th month 

5 

0-55 

XX 

XX 


Fig. 7. —Thickness of Cervical Wall. 
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reached. In the following two months there are definite increases, 
that for the lust month being very large indeed. This part of the 
graph rises almost vertically. When compared with the figure of the 
non-pregnant group all these variations are found to be significant, 
and in the last column of the table, Group 3 only fails to give a 
positive result : note the flattening of the graph at this point. 

Discussion. 

Before discussing these results it is necessary to consider some 
details (concerning the uterine seal, the development of which appears 
to be closely associated with the changes in the vrall of the cervix. 
Only once (ewe No. 4432(j at 130 days) was anything resembling a 
definite ‘‘ plug seen, hence the term “ seal ” is preferred, as it 
describes more accuratetly the appearancie and distribution of the 
mucous secretion in the cervix. By the end of the first month of 
pregnancy small accumulations of imuuis may be detected in the 
depressions between the cervical folds. This is more noticeable in 
the cranial portions of the organ. As the amount of muc.us increases 
it appears to “ glue ” togethei the adjacent surfaces of the folds, and 
by the 4r)th day of pregnancy this sealing is (complete and a small 
amount of free mucus is seen in the lumen of the cervix. This tends 
to (collect in the more cranial portions of the organ, where the tissue 
is less tense and where the folds are small. Gradually the quantity 
of this cloudy, white, sticky mucus imjreases, and as this happens 
the free mucus is no longer found only in the cranial porii(»n, but 
spreads in a caudal direction. At no stage of pregnan(3y was the 
mucus seal found to protrude at the external uterine os. 

Whereas the length of the cervix undergoes a steady increase, 
the width displays a sharp peak, follow’ed firstly by a drop and then 
by a gradual increase. The first rise may be the rekilt of dilatation 
of the cervix caused by an increased secieiion of mucus during 
oestrum. As this effect passes off the organ retums to its contracted, 
dioestral state. Later the effec^ts of pregnancy bring about a steady 
increase in the width of the (jervix. This theoiy receives support from 
the fact that in the first month of gestation the thickness of the wall 
of the cervix is greatly reduced — just what would be expected to result 
from stretching of the organ caused by pressure in its lumen. As the 
seal substance accumulates in the cervix the stretching is intensified, 
hence during the third month there is a further decrease in thickness. 
After mid-term there is active growth of the organ, with a consequent 
increase in all dimensions. The thickened w^all loses its firmness 
and becomes soft and slightly oedematous. These changes are first 
detectable at the 89th day of pregnancy. By this time the accumula- 
tion of mucus has increased the size of the lumen, and the whole organ 
appears enlarged, soft and spongy. At the 110th day these changes 
are more noticeable and due to the stretching and the accumulation 
of mucus the folds are well separated. Nine days later the canal is 
still more dilated and at this stage it is an easy matter to insert a probe 
into the cervix. At the 130th day the lumen has a diameter of 
0-5 cm. and at the 140th day this has increased to 1 *0 cm. The 
whole organ is extremely soft and spongy^ and it appears markedly 
oedematous. The tense cervix of the non-pregnant sheep has now 
become loose and elastic and is capable of extreme dilation. 
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3. Bodif and Cornua, 

From a consideration of its curvatures an indication of thej^rowth 
in length of the uterus is obtained. In Table 10 and Fijf. 8 are 
to be found details concerninjiT the lenfi^th of the jifreater curvatures of 
both horns.* 

Table 10. 

Greater Currafvres of Cornua, 


(iROUPS OK EwRS. 


No. 

Class. 

Ewoh. 

i 

. .vji, 

nant 

Horn. 

W. j 
Group. 

1. 1 

w. 

Preced. 

Group. 

preg- 

nant. 

Horn. 

j W. 
Group. 

1. 

w. 

Preoed. 

Group. 

1 

Non-prog 

11 

cm. 

15-59 



cm. 

15-18 

1 


2 

1st month 

12 

19-12 

— 

— 

17-58 

— 1 

— 

3 

2nd month 

S 

38-06 

XX 

XX 

.34-25 

XX 

XX 

4 

3rd month 

(1 

62-67 

XX 

XX 

50-17 

XX 

XX 

5 

4th month 

7 

74-86 

XX 

X* 

.34-57 

XX 

— 

6 

5th mojith 

5 

100 -(H) 

XX 

XX 

62-60 1 

1 XX . 

X 


* Sij^nificanco at ) ])er cent. Icvol w just missed. 


Fig. 8. — Greater Curvatures of Cornua. 



iion-gi'avid at 0 days. 
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In the pregnant horn there is a steady increase throughout 
pregnancy. Significance is reached in the second month. The 
greater curvature of the non-pregnant horn also undergoes much 
elongation, although its graph always remains below that of the 
gravid horn. For the first three months the general trend of the 
two lines is veiy similar, although from their gradual divergence 
it is evident that the non-pregnant horn grows at the slower rate. 
In the last two months the latter curve flattens out considerably, 
making for much greater dissimilarity between the two curvew. 
The increments for the last two months are much more significant 
in the gravid horn than in the opposite one (see Table 10 — second 
columns of significance tests). 

Table 11 and Fig. 0 show that, regarding the lesser curvatures, 
there are no marked differences between the two horns. The two 
graphs assume similar courses, with that of the non-gravid hom 
wways just below the other. The amount of divergence, even at 
its piaximum (in the fourth month), is comparatively small. Ah 
is the case with the greater curvatures, here again significance is 
reached early on in pregnancy, i.e. in the second month. 


Fig. 9. — Leaser Curvatures of Cornua. 
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Table 11 . 


Lesser Curvatures of Cornua, 


Groups of Ewes. 


Mean 

Length 

Preg- 

nant 

Horn. 

Significance Teat. 

Mean 

Length 

Significance Test. 



No. of 



Non- 




1 

Ewos. 

W. 

w. 

pn*g- 

W. 

w. 

No. 

ClaHH. 


Group. 

Proced. 

nant 

Group 

Proceed. 




1. 

Group. 

Horn. 

1. 

Group. 




cm. 



cm. 



1 

Non-prag 

11 

11-59 

— 

— 

11-18 

— 

— 

2 

Ist month 

12 

13-96 

— 

— 

13-63 

— 

— 

3 

2nd month 

8 

22-81 

XX 

XX 

22-50 

XX 

XX 

4 

3rd month 

6 

33-17 

XX 

XX 

32-83 

XX 

XX 

5 

4th month 

7 

36-86 

XX 

— 

31-71 

XX 

— 

6 

5th month 

5 

43-80 

XX 

XX 

.39-80 

XX 

XX 


Fig. 10. — Cirruraferences of Cornua. 
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greater curvature outgrows the lesser, this being particularly 
noticeable in the last two months. The larger si^se of the gravid 
horn is due almost entirely to more extensive development of the 
greater curvature. 

A peculiar feature of both these graphs is the distinct flattening 
between the third and fourth months. Further, it will be noticed 
that only in the case of the greater curvature of the pregnant horn 
is Group 5 significantly larger than Grouj) 4, and even in this 
instance the level of significance is lower than that of the immediately 
preceding and following groups. An apparent explanation for this 
anomalous behaviour will suggest itself later, when the volumes of 
the foetal fluids are studied. 

There is a fairly close resemblanc^e between the graphs of the 
(iircumferences (Fig. 10) and those of the greater curvatures (Fig. 8). 
Again the line for the non-gravid horn lies below the other and 
diverges from it, slowly up to the third month and then more rapidly. 
After the third month the circumference of the non-pregnant horn 
does not im^rease at all, whereas during the same time the monthly 
increments (»f the gravid horn remain definitely significant 
(Table 12). Here too the peculiar ttatlening of the curve, referred 
to above, is evident. In ihe pregnant horn it is of only slight degree, 
yet in the other horn it is most marked. 


Taule 12. 

Cirvumfrrenres of Cornua, 


Groups of Ewes. 

1 

Moan 

Tjongth 

Preg- 

nant 

Horn. 

Significance Test. 

' 

Mean 

Eongtl) 

Significance Test. 

No. 

Class. 

No. of 
Ewos. 

w. 

Group, j 
1. 

w. 

Preced. 

Group. 

Non- 

preg- 

nant. 

Horn. 

W. 1 
Group. 
1. 

w. 

Preccd. 

Group. 

j 

Non-preg 

11 

cm, 

.'i05 



cm. 

0-23 



2 

Ist month 

12 

6*87 

— 

— 

5-73 




3 

2n(l month 

8 

18-75 

XX 

XX 

14-00 

XX 

XX 

4 

3r(l month 

6 

31-08 

XX 

XX 

23-00 ! 

XX 

XX 

5 

4th month 

7 

37-57 

XX 

XX 

22-00 1 

XX 


S 

5tb month 

5 

45-40 

XX 

i 

1 

XX 

23-00 

XX 

— 


Ducussion . 

It is only to be expected that w’ilh the advance of pregnancy 
there wu*ll be an increase in the size of the uterine horns. Here 
it is seen that during the first half of gestation both horns increase 
fairly steadily, with but a slight difference in favour of the pregnant 
horn. However, during the second half of pregnancy the horn in 
which the foetus lies completely outgrows the other, this being 
noticeable in both curvatures (not marked in the lesser) us w’ell as 
in circumference. As a result of the uneven distribution of the 
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increase, the enlargement of the horns is accompanied by a cliange 
in shape. All these changes are well illustrated in the photographic 
plates presented by (hirson and liuinlan (1934) and Curson and Mare 
(19d4). 


Fig. 11. ” -Weights of Dressed Uterus, F.iupty Uterus and Uterine Wall. 




Weight' 


PttENATAI. GROWTH IN THE MERINO SHEEP. 

The groiv^ of the uterus in weight is considered in Table 13 
and Fif?. 11. By the end of pregnancy the dressed ” uterus has 
reached th': relatively enormous weight of approximately 6 Kg. 


Table 13. 

Weights of Dressed Uterus^ Empty Uterus and Uterine Wall, 


Groups of 
Bwes. 

No. 

Mean 

Weight 

Dressed 

Uterus. 

SignificMict* 

Test. 

Mean 

Weight 

Empty 

Uterus. 

Signiiicanoe 

Test. 

Mean j 
Weight 

SignifloancB 

Toat. 

No. 

ClaiiK. 

of 

Ewok. 

w. 

Qr. 

1. 

w. 

PlW. 

Or. 

w. 

Gr. 

1. 

w. 

Prec. 

Gr. 

Ute. 

rino 

Wall. 

w. 

Gr. 

1. 

w. 

Prec. 

Gr. 

1 

Non- prog. . 

11 

Gm. 

42*73 



Gm. 

42*73 



Gm. 

42*73 



2 

1st month. 

12 

65*92 

— 

— 

39*67 





? 

? 

? 

3 

2nci month. 

8 

519*75 

X 

X 

202*75 

XX 

XX 


1 

? 

4 

3rrl month . 

6 

2.128*67 

XX 

XX 

740*17 

XX 

XX 

221*00 

XX 

V 

0 

4th month . 

7 

3,026*57 

XX 

XX 

597*43 

XX 

X 

248 *(H) 

XX 


6 

r>th mot.th . 

5 

.5,880*80 

XX 

XX 

708*80 

XX 


442*00 

XX 

XX 

1 


Fig, 12.— Weight of Placenta. 
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The graph risejs hut little in th(* first month, more in the second (at 
this stage the increase becomes significant) and then assumes an 
exceedingly steep slope. Between the third and fourth months there 
is a distnict flattening of the curve. Later it will be seen that this 
is caused in part by a decrease in the total volume of foetal fluid and 
in i)art by a drop in j)lac,ental weight. 

The weight of the empty uterus is the sum of the weights of 
the uterine wall and the placenta. Details of the latter are presented 
in Table 14 and Fig. J2. For the first four months of pregnancy 
the course of the grajih of the einpty^ uterus is governed mainly by 
the weight of the placenta. Until the end of the second month 
there is a gradual rise, and then in tlie third month there is a sudden 
peak, followed by a drop. Meanwhile the weight of the uterine 
wall has increased steadily, but this has not been sufficient to 
influence to any great extent the weight of the empty uterus. In 
the last month there is a highly significant increase in the weight 
of the wall and as a result of this the graph of the empty uterus 
rises again to the level of the third month, in spite of the fdct that 
at this stage the placental weight undergoes a further (but 
insignificant) reduction. 


Fig. — Length of Body of Uteriis. 
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Table 14. 

Weight of Placenta, 


Gaorps op Ewes. 

No. of 
Ewos. 

Mean 
Weight of 
Placenta. 

•SiGKiFioaNCE Tests. 

No. 

Class. 

W. Group 

1. 

W. Prooed. 
Group. 

1 

Non-prog 

11 

Nil 



2 

Ut month 

12 

? 

— 

— 

3 

2nd month 

8 

? 

— 

— 

4 

3rd month 

6 

519 gm. 

XX 

? 

5 

4th month 

7 

349 gm. 

XX 

X 

6 

5th month 

5 

.307 gm. 

XX 



The incieai^e in nize of the uterus ia not limited to its horns, but 
is also evident in the body. When it is remembered that the body 
is the portal through which the cornua communicate with each other, 
it is not surprising to find that in its increase in length (Table 15 
and Fig. b‘l) this portion of the uterus follows a course closelj^ 
resembling, and more or leas intermediate between, those observed 
in connection with the flrreater curvatures of the cornua. Here too 
a slight flattening of the curve in the fourth month of i)regnancy, 
is observed. 


Tabiji: 15. 

Length of Body of Uterus, 


Groups op Ewes. 

No. of 
Ewes. 

Moan 
liongth of 
Body, 

SioNiFiCAUCE Tests. 

No. 

Class. 

W. Group 

1. 

W. Proced. 
Group. 




Cm. 



1 

Non-preg 

11 

2-16 

— 

— 

2 

1st month 

12 

2 07 

— 



3 

2nd month..... 

8 

3-19 

* 

X 

4 

3rd month 

6 

5-60 

XX 

XX 

5 

4th month 

7 

6'71 

XX 

XX 

6 

i 

5th month 

5 

8-70 

XX 

XX 


* Just misses significance at 5 per cent, level. 


From the fact that by the end of the second mouth of gestation 
the body is not yet* significantly longer than in the non-pregnant 
proup, it is concluded that in this part of the uterus growth is 
initiated later than in the horns. In this connection it is to be 

* By how little significance is missed is indicated by the fact that Group 
3 is significantly larger than Group 2, which is but slightly lower than Group 1. 
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obseryed that during' the first month there is no change tioin the 
non-pregnant state, in fact the mean of Group 2 is slightly (but 
not significantly) lower than that of Group 1. 

In each of the tliree portions of the uterus (the two horns and 
the body) the ihickneits of the wall was measured. Details are 
presented in Table 10. In the column headed Total Groups are 
tabulated the means of all the measurements recorded in each month, 
while in the Iasi line of the table are given the “ Averages ” for all 
the readings (throughout pregnancy) at each point. 


Fig. 14. — Thickness of Uterine Wall. 



When ihese data are analysed, by means of Fisher's Z-test, 
to show the effects of (n) stage of gestation (total groups), (6) position 
(in pregnant m* non-pregnant horn or in body), and {c) interaction 
between stage of gestation and position, a positive result is obtained 
in the first instance only. From this it is concluded that the effect 
of pregnancy is to cause a reduction in the thickness of the uterine 
wall, that this influence is exerted evenly over the whole wall, and 
that in their response to this effect all three parts behave identically. 

The significance tests referred to in Table 16 are those concerning 
the “ total groups These indicate that as early as the first month 
of gestation there is a signific.ant reduction of the thickness of the 
uterine wall. In each of the following three months a further signifi- 
cant decrease occurs, so that by the end of the fourth month the 
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uterine wall has been reduced to one-third of its original (non- 
nregnant) thickness. In the last month there is an insignificant 
increase in thickness. This is caused solely by the high figures 
obtained at the 147th day, resulting from the general oedematons 
condition of all the genitalia at this stage. 


Tarle 1(5. 

Thickness of Uterine Wall. 


Groups of Ewes. 

No. of 
Kwos. 

ThicktioRs of lltorine 
Wall. 

Total 

GroiipH. 

Significance 

Test. 

No. 

(lass. 

Hody. 

Preg. 

Horn. 

Noil' 

preg. 

Horn. 

W. Gr. 

'• 

w. 

Proce<l. 

1 

Non-preg 

11 

Cm. 

•45 

(^m. 

•45 

Cm. 

•49 

('III. 

•45 : 



2 

Ist month 

12 

•39 

•38 

•38 

•38 

XX 

XX 


2n(l month 

S 

•29 

•3J) 

•30 

•30 

XX 

XX 

4 

3rd month 

a 

•23 

•22 

•23 

■23 

XX 

XX 

5 

4th month 

7 

•20 

•17 

■18 

•18 

XX 

X 

6 

5th month 

5 

•27 

•18 

•22 

•22 

XX 

— 


Average 

33 

•31 

•32 






Discvssion . 

The small, pule and contracted uterus of the non-pregnant ewe 
changes during pregnaiKjy. By the eighteenth day the horns appear 
slightly putfy and by its slightly larger size it is possible to distinguish 
the horn in which the ovum has become implanted. At about this 
time the colour of the organ changes to a distinct pink and numerous 
very tortuous subserous bloodvessels become visible. As gestation 
progresses so these A^essels become larger and less tortuous, the colour 
becomes redder, and the size-difference between the horns becomes 
much moie distinct. After the 38th day there is also a change in the 
shape of the horns, this being the result of more rapid growth along 
the greater curvatures. Seven days later the uterine wall has a 
bluish-grey colour and the subserous vessels are large and pursue 
an almost straight (iourse. T'he largest are to be found along the 
lesser curvatures, and from these branches run across the uterine 
horns at right angles to their long axes. By this time the walls have 
become markedly thinner and through them the outlines of the coty- 
ledons may be distinguished. From the middle of gestation the 
pregnant horn grows much more rapidly than its fellow and the dis- 
crepancy in size becomes so marked that towards the end of the 
fourth mouth the non-gravid horn has become merely an appendage 
of the other. At this stage the walls have become very thin and 
vascularity is pronounced throughout the organ. This state is 
maintained until the apjjroach of parturition. At the 147th day the 
thickness of the wall is increased as a result of a general oedema of 
the genitalia. 
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In tile non-pregnant uterus the inu(*osa is pale and but slightly 
moist. Early in pregnancy there is a slight reddening at the site 
of implantation and this spreads rapidly until at the 45th day the 
entire mu(*osa is markedly vascular. At this stage the epithelial 
lining appears to have been destroyed (at least the surface is not 
smooth and clear) and the surface is covered with a layer of dirty, 
gi'eyish, sticky material. As a result of this the allanto-chorion 
is found to adhere to the inner surface of the uterine wall and in 
stripping it off care has to be exercised not to rupture the sac. This 
condition persists until midway through the fourth month, after 
which the epithelial lining appears to be restored, and with the 
disappearaiHie of the slimy coating the mucosa is again smooth, fairly 
moist and of a light red (colour At this stage the amount of adherence 
l^tween the uterus and the foetal sac is negligible 

4. Plaice nta. 

It has been seen (Table 14 and Eig. 12) that the weight of the 
placenta increases to a peak in the third month, after whi<'h it drops 
fairly rai)idly. In an attempt to determine the cause of this behaviour 
the numbers and the sizes of the cotyledons have been studied. Details 
of the former are ])resented in Table 17 and Fig. 15. 


Fig. 15. — Number of Cotyledons. 
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Taulk 17. 

Number of Cotyledons, 




Moan Number of 


Significance 


Groups of Ewp8. I 

Cotyledona. 


Testa. 


i No. of 


— 

Total 

-- 



Ew<w. 

Prog- 

Non- 

GroupH. 

W. 

w. 

No. 

( 7Iahk. 1 

nant 

prog. 


Grou]), 

Preced. 



Side. 

Side. 


1. 

Group. 

1 

Non-preg 1 11 

46-64 

45-26 

46-00 





1 

Iftt iwofith - 1 ! Ii2 

44-17 

42-92 

43-54 




3 

2nd month 1 8 

42-13 

37-63 

39-38 

XX 

X 

4 

3rd month 6 

43-83 

39-33 

41-58 

‘ X 

1 — 

5 

4th month i 7 

37-71 

36-57 

37-14 

1 XX 

1 X 

6 

5th month ! 5 

43 -(K) 

40-80 

41-00 

— 

X 

i 

Averaoe ! — 

43-31 

41-02 



— 


Fig. 16. — Diameter oi ( otyiedons. 



When these data are analysed in the manner described in connec- 
tion with the thickness of the uterine wall, it is found that there i« a 
significant difference between the pregnant and non-pregnant sides of 
the uterus. The excess in favour of the former side is never great, 
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and falls far short of the fij^ure (5(1 per cent.) mentioned by Berj^- 
mann (1922) in his work on the bovine. From the tests it appears 
that there ai'e sigiiifieaiit dift'erences at the various stages of preg- 
nancy. Here it must be remembered that in the first two groups 
it was imj)ossible to distinguish between funetional and non-funetional 
cotyledons, thus the figures given re])resent counts (»f all the 
eolyledons as compared with counts only of functional <*o(yledons 
in the remaining gioups. Hence it is not surprising to find 
that the numbers for the first two grcnips are higher than those of 
any other group. As this method of testing is open to criticism, if 
is more satisfacl(»ry to employ (froup No. *5 (the first in whudi 
futu'tioua] (tolyledons are easily recognisable) as the standard for 
comparison. When this is done it appears that in spite of a fair 
degree of variation in the Iasi four groups, none of the differences 
are significant. Therefore, tin* differences observed may be ascribed 
to unfair ' counts in the first two grou])s, and it may be concluded 
that, whatever the true position regarding functional cotyledons in 
the first month (in (froup 1 their number is nil), the observed varia- 
tions in the weight of the placenta are not caused by variations in 
the numbers of cotyledons. 


Table 18 . 

D in meter of Cotyledons, 



GnmpK of Kw<*s. 

i 

MfJttii DiamctfT 
of CotyledonH. 


SiKTiificanre 

Tests. 



No. of 



Total 

■ 

— 



Ew08, 

I'rcg. 

Non- 

Croups. 

w. 

w. 


OlasB. 


nant 

preff. 

Group 

Precod. 




Sicir. 



1. 

Group. 



i 

('ill. 

Cm. 

; ('m.J 



1 

1 Non-prcgnant 

11 

•28 

•30 

•28’ 

— 

- 

2 

1 jHt month 

12 1 

•42 

•30 

•40 i 

— 


3 

2n(i month 

H 1 

1-86 

1-47 

I -67I i 

XX 

XX 

4 

j 3rcl month 

. : « 1 

i 3-45 

3 24 

3 3511 

XX 

XX 

5 1 

1 4th month 

• 1 " i 

3-04 ' 

2-94 1 

2-99 

XX 

X 

6 

' nth month 

1 


1 3(H» 1 

3(K) 

3(M)^ 

XX 

— 


1 

j Averaok 

1 

1-63 

1-52 






• — 


— - 



As a result of the above comdusiou, it becomes necessary to con- 
sid<*r the size of the cotyledons at the various stages of pregnancy. 
For this purpose two dimensions (diameter and height) have been 
studied. In each instance the average of the readings for the largest 
cotyledon in the horn and one representing the modal size of that 
horn, is employed. Details of these representative figures are pre- 
sented in Tables 18 and 19 and Figs. 16 and 17. Both these dimen- 
sions increase rapidly (becoming significant in the second month) 
up to the end of the third month.. After this their behaviour differs, 
the diameter dropping significantly in the fourth month and then 
maintaining its level in the fifth, whereas the height still increases 
(although insignificantly) in the fourth month and then undergoes a 
significant decrease in the last month of pregnancy. However, by 
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the end of gestation both dimensions are sig^nificantly lower than they 
were in the third month. It is clear that the placental weight is 
aifected mainly by this change in the size of each individual 
cotyledon. 


Fig. 17.— 'Height of Cotyledons. 



Table 19. 

Height of Cotyledom. 



Groups of Ewes. 

i 

1 

Mean Height of 
Cotyledons. 


Significance 

Tests. 



No. of 



Total 










1 

Ewes. 

PrpR- 

Non- 

Groups. 

W. 

w. 

No. 

ClaHH. 


nant 

prod- 


Group 

l^oed. 




Side. 

•Side. 

i 

1. 

Group. 


1 


Cm. 

Cm. 

Cm. 



1 

Non-pregnant 

11 

•15 

•16 

•16 





2 

let month 

12 

•16 

•15 

•15 





3 

2nd month 

8 

•63 

•55 

•59 

XX 

XX 

4 

3rd month 

6 

1*42 1 

1*37 

1-39 

XX 

XX 

5 

4th month 

7 

1*60 

l'4a 

1-48 

XX 



6 

5th month 

5 

lie 

116 

116 

XX 

XX 


Averaob 

— 

•681 

•656 

— 


— 
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l-hscmsion. 

It has been seen thai during pregnancy the cjotyledons increase 
enonnously both in diameter and in height. Apart from this enlarge- 
ment there are other (diaiiges which may be observed maerosc'opically. 
In the non-pregnant uterus the cotyledons appear to })e arranged in 
four longitudinal rows. All are of I lie same size and are just visible 
as pinhead-sized brownish <‘entr(‘s with pale pc*ripheral zones. In 
dioestrum they are level with the surface of the mucosa, but during 
oestrum they bec.ome slightly swollen and elevated. Karly in preg- 
nancy a change is evident and by the 21st day both the size of the 
central portion and the elevation of the cotyledon are visibly increased. 
During the next few days the brownish centre, previously concave, 
becomes flat and numerous pin-point red spots ayipear all over its 
surfac.e. Oil the 27th day the cotyl(‘don has the form of a small 
nodule under the epithelial layer of the uterus. Four days later the 
central portion has a distinct red colour and a pitted appearaiKT, 
while the perijihery has be(‘()me elevated to form a thin cdn-ular lip 
around the wide* flat centre. From this time until the SOth day the 
cotyledon develops rajiidly: it enlarges and the peripheral li]) begins 
to curl inward, thus decreasing the size of the central cup and 
trapping the foetal cotyledon which has come to rest upon the surface 
of the cup. At the same time the base of the cotyledon becomes 
convex and detaches itself from the surrounding tissue to such an 
extent that finally the entire cotyledon is attached to the uterine wall 
merely by a thin mucosal peduncle. 

At alioui (he end of the third month the cotyledons appear to 
have leached th(‘ir maximum development. The cups are small and 
the rolled-ill edges resemble motor-tyres in miniature. In some 
instances the cups tend to lose their eircmlar shape and become 
elongated slits. From this stage onward fairly large blood clots of 
long standing are visible in the cups of the cotyledons. Apart from a 
tendency to decrease somewhat in size (partly due to a tighter rolling 
ill of the edges) the cotyledons do not undergo further change until 
about the 14(lth day, after whi<*h the tunied-in perijihery relaxes and 
the whole cotyledon ojiens out flat with the (*entral portion partially 
everted and covered with clotted blood. By the 147tli day most of 
the cotyledons resemble flattened reddish-black discs, while in a 
few the eversion has been so marked as to give the apfA»arance of a 
mushroom (similar to the convex cotyledon of the bovine). At this 
stage the attachment of the luembrancs is not firm and they may be 
pulled away with ease. Usually the entire central portion of the 
cotyledon comes away, leaving an empty thin-walled cup. 

In the above description only the general appearance of the 
cotyledons at each stage has been mentioned. However, at one and 
the same time a variety of ])hases of development may be encoiintered. 
This is well illustrated in the accompanying plate (No. 111). Develop- 
ment is initiated at the site of. implantation and throughout the 
progressive stage the largest and best developed cotyledons are to be 
found here. In the opposite horn growth is slower and the maximum 
is reached later. In both horns the largest cotyledons are found 
towards the centre, while the size decreases towards the apices and 
towards the body. In the latter only a few cotyledons are ])resent and 
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these are but poorly developed. During the last two luoiiths there 
is practically no difference between the (cotyledons of the pregnant 
an(l non-pregnant horns, although the differences at different 
situations in the horn persist until paiiurition. The smaller 
cotyledons, although slower in growth, appear to reach the same 
stage of differentiation as the largest ones. 



Plate 111.-— Gravid uterus laid open to show cotyledons, pregnant horn on the 
right and cervix towards the bottom. 


The foetal part of the placenta also develops fairly early. At 
the 21st day of pregnanccy dull white areas appear on the allanto* 
chorion wherever it touches the surface of the maternal cotyledons. 
A few days later these patches have become almost opaque and at 
the 3l8t day numerous closely grouped pin-point red spots mark 
out on these areas the size and shape of the central portions of the 
maternal cotyledons. At this time there is a very loose attachment 
of membrane to cotyledon. The red spots increase in size and 
coalesce, and small vessels can be distinguished running from these 
circumscribed areas to the umbilical cord. By the i5th day these 
areas have developed into thick discs firmly attached to the outer 
surface of the allanto-chorion. By this time there is a fair degree 
of adherence between the discs and the maternal cotyledons. From 
now on the edges of the latter curl inward to hold the foetal 
cotyledons firmly in position, thus completing the cotvledonarv 
attachment. 
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Fallopian Tubes. 

The 1ul>es weie eoiisidered tioui the poiiil (d view of leuj^tli, 
diameter and weight. For each of these eharaderisties an analysis 
similar to that described in ei)nneetioii with the thickness of the 
uterine wall, has been iindeilaken and the results are j)resented in 
Tables 


Tahi.k 20. 

Lentjth of Fallopian Tubes. 


(friiii|»s of 


No. ( 'lass. 


1 Noii-|m^ii>inl. 

2 iHt inotith 

2nd liiontli... 

4 3r(l inontii . . . 

o 4th month ... 

fi "ith month 

\\ KK4(}I 


M«‘an 

l.«on^th. 


, Pn-K- 

Non 

nnnt 

|ircu 

Side. 

Side. 



Cn. 

Cm. 

11 

irr41 

l.7(»o 

12 


l.i-HK 

S 

18-(M1 

1713 

<1 

1717 

17-OH 

7 

17 <14 

17 *.'57 


IS (1) 

17 in 


lfi*7:i 

Ifi-.T) 


Significance 

TcHtH. 

Total 

(inMIpS. ^ y,, I yy 

(imup i Prcccd. 
I. fJroup. 


Cm. 


1.7- 23 


15-72 


17-:)(i 

W 

17 13 

\ 

17-01 

.\\ 

18-25 1 

X\ 


Tmu.k 21. 


Dtanieln of Fallopian Tubes. 



(il’OUflh of Kucs, 


M(*an 

Dinmctc'r. 

. 

Significance 

Tests. 


- 

No. of 



Total 1 

— 




E\vi»h. 

PrsK- 1 

Non- 

Onmps. 1 

w. 

W. 

No 

ClaHN. 

1 

iiant 1 

preg. 

1 Group 

Piveed. 




Side. 1 

Side. 


1. 

Group. 




Cm, 

Cm. 

Cm. 



1 

Non-invgnant 

11 

-21 

•21 

■21 



.» 

Ist month 

12 

•19 

•29 

•20 1 



3 

2nd month 

8 

•19 

•19 

•19 



4 

3rd month 

0 

•19 

•19 

•19 



5 

kh month 

. . ' 7 

-19 

■19 

•19 



6 1 

1 5th month 

5 

•20 , 

•20 

•20 


- 

1 

1 

1 .\VERAOK 

1 

.. 

' m 1 

•196 

1 '-.J- 

— 

U_ 
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Table 22. 


Weight of Fallopian Tubes. 


GroupH of Kwes. 

No. of 
Kwes. 

Mean 

Weight. 

Total 

Groups. 

Significance 

Tests. 

No. 


?reg. 

nant 

Side. 

Non- 

prog- 

Side. 1 

I 

W. 

Group 

1. 

W. 

Proced, 

Group. 




Gm. 

Gm. 

Gm. 



1 

Non-pregnant 

11 

0-5227 

0-4773 

0-5000 

— 

— 

2 

1st month 

12 

0-4858 

0-5042 

0-4950 

— 

— 

3 

2nd month 

8 

0-5438 

0-5375 

0-5406 

— 

— 

4 

3rd jaoatlu 

6 

0-4750 

0-4617 

0-4683 


— 

5 

4th month 

7 

0-5423 

0-5100 

0-5172 

— 

— 

6 

5th month 

5 

0-5000 

0-5200 

1 

0-5100 


— 


Average 

— 

1 0-5092 

0-5008 

— 

— 

— 


Fig. IS.— Length of Fallopian Tubes. 
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Ill no instuiHH* is i1 ])()ssible to demonstrate any difference 
between the tube from the pregnant side and the opposite one. 
However, when the total groups are considered, significant variations 
are encountered. Here the last four groups are significantly longer 
than the first two, but show no real differences among themselves. 
This is illustrated in Fig. 18. From the second month of gestation 
the tube from the pregnant side is always slightly (but not 
significantly) longer than the other. 

Dinrussion. 

As the increase in length is not accompanied by an increase in 
weight, actual growth cannot account for the elongation. It is 
suggested that a ceiiaiii amount of stretching of the tube ocicurs 
early in piegnancy when both curvatures of <lie horn are growing 
steadily. The reason why this stretching does not aj)pear to cause 
a decrease in the diameter of the tube may be that the latter was 
measured at the middle of the length, w'hereas the stretching is likely 
to ocmir mainly at the uterine end of the tube. If mechanical 
stretching is the cause of the elongation, then the latter cannot be 
regarded as a true change of pregnancy, and it must be (concluded 
that it is not possible to demonstrate that gestation has any effect 
ovi the macroscopic ai)pearance of the Fallopian tubes. 

( h ) Foktal Membranes and FLi rns. 

1. Membranes, 

Hie weiglits tabulated in Table are those of the two 
juemhrajies combined. These data are presented graphically in 
Fig. 19. The reason for the omission of (ironj) 1 is obvious. 

The membranes grow rapidly until the end of the third mouth; 
in the f<dl()wing month there is hardly any increase in weight, 
and then in the last month the rate of increase exceeds that of any 
of the previous months. Attention is directed to the flattening of 
the graph during the fourth month, this being similar to what is 
observed in ( oniiection with the growth of the uterus. 

Table 23. 


Weifjht of Foeiul ^femhranvs. 


Groups of Ewes. ! 

No. of 
Ewes. 1 

1 

Mean 

SioNiFiCANCK Tests. 

No. 

1 

Class. 

Weight of 
Membranes. 

W. Group 

2, 

W. Preced. 
Group. 

2 

Ist month 

7 

Gm. { 

6-94 ! 

1 _ 


3 

2nd month 

8 

ft0*70 1 

i ^ 

X 

4 

3rd month 

6 

115*58 

1 XX 

X 

5 

4th month 

7 

128*57 

XX 


ft 

5th month 

5’ 

192*80 

XX 

X 


As at all times the A^olume of the membranes is very similar to 
their weight, the data for the former have not been analyzed. 
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Fig. 19.— 'Weight of Foetal Membranes. 



Discussion. 

It has been seen that the lueiiihVanes undergo an enormous 
increase in weight during pregnancy. However, the two membranes 
do not at all times contribute equally to this enlargement. At the 
Ibth day of pregnancy an elongated pale membrane is seen in the 
pregnant horn, but it is not till the 18th day that the two sacs can 
be distinguished. At this time the allantois is distended with fluid 
and it extends almost the entire length of the gravid horn. The 
amnion is just visible as a narrow crescent-shaped membrane closely 
investing the embryo, which is situated towards the middle of the 
length of the allantoic sac. Two days later the latter sac has 
extended into the body of the uterus and some distance along the 
non-gravid horn. At this stage this sac appears to be composed 
of a loose, velvety outer layer and a clearer inner one in which the 
blood vessels seem to be located. Of the latter there are two main 
sets, extending from the umbilical region to each tip of the sac, 
and from these small branches run across the inner surface of the 
sac. By the 25th day the narrow, elongated allantoic sac has reached 
almost to the apices of both uterine horns. At this time the amnion 
begins to enlarge slightly, but it is not until the 30th day that it 
stands away clearly from the foetus. 
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From now on the membranes increase in size and also in 
thickness. The bloodvessels enlarge and their branches become more 
numerous. At the middle of the second month opaque white flakes 
begin to appear on the surface of the allantoic membrane. These 
are seen first in the region over the foetus, from where they spread 
towards the tips. They are never so dense as to impair seriously 
the transparency of the membrane. Xow' too the necrotic tips of 
the allanto-chorion are plainly visible. At the (itith day the amnion 
has enlarged to such an extent as to bring the (lentral zone of its 
outer surface into direct contact with the overlying parts of the 
chorion. Thus the allantoic sac is divided into tw’o compartments 
which coinnuinicatc with eacdi other and with the urachus by means 
of a narrow tulK'-like < avity. 

Until the lOdth day both sacs are well filled with fluid, hence the 
the memhranes are tense. After this time the same degree of distension 
is apparently not maintained, so that by the end of the fourth month 
the sac.> appear slightly colla])Ked. Especially is this the case with 
the amnion. The membranes are now relatively thick and fairly 
strong. Till the end of gestation they remain colourless and more- 
or-less I ran spa rent. 



Months of GesTalrion 

(Notr. — .\ llaiitoic Volume is represented by the vertiral (lists nee between the 

two lines.) 


2. Foetal Fluids. 

Details of the volumes of both the allantoie and the amniotie 
fluids are presented in Table 24. In Fig. 20 the upper curve 
represents the total volume of fluid while the lower one indicates 

481 



PttENATAL GROWril IN THE MERINO SHEEP. 


the volume of amniotic fluid. The allantoic volume is represented 
by the portion lying between the two graphs. The total volume 
increases rapidly until the end of the third month. This is caused 
mainly by the amniotic fluid, which reaches its peak in the third 
month. Although the volume of allantoic fluid increases during 
this period, the rate is comparatively slow. However, in the fourth 
month this rate is accelerated to such an extent that the increap 
in the allantoic fluid is sufiicient to neutralize the effect of a rapid 
drop in the amniotic volume, and thus in this month the total 
volume remains practically unchanged. In the last month the 
allantoic fluid is doubled and as a result of this the total volume^ 
shows a distinct rise, in spite of the continued decrease in amniotic 
fluid. 


Table 24. 

Volvmes of Foetal Fhnds, 


Groups of Kw4‘«. 


Moan 

Significance 

Tests. 

Moan 

Significance 

Tests. 

— 

— - - 

No. of 

Vol. 


— 

Vol. 

- 





Ewes. 

Allan- 

w. 

w. 

Amnio- 

W. 

w. 

No. 

(^lass. 


toic. 

Group j 

Preeed. 

tie. 

Group 

Preeed. 






Group. 


1. 

Group. 




fC. 



c.e 



2 

Ist month 

9 

24*17 

— 


1*5 

— 

- 

3 

2ml month 

H 

93*63 

— 

__ 

112*69 

X 

X 

4 

3rd numth 

5 

185*20 

X 



69K*(X) 

XX 

XX 

r» 

4th month 

7 

347*29 

XX 

— 

625 *71 

XX 

XX 

6 

5th month 

5 

762*00 

XX 

XX 

329*00 

XX 

XX 


In Table 25 it is seen that, as regards hydrogen ion fioncentration , 
there are differences between the two fluids; also in each fluid this 
concentration decreases with the advance of gestation. However, in 
both fluids this reduction is significant only in the second month, 
after which the variations are slight. These facts are illustrated in 

Fig. 21. 


Table 25. 


Hydrogen Ion Concentration of Fluid. 


Groups of Ewes. 

No. of 
Ewes. 

Mean 

pH. 

Allan- 

toic. 

Significance 

Tests. 

Mean 

A^nio- 

tic. 

Significance 

Tests. 

No. 

(.''lass. 

W. 

Group 

1. 

w. 

Preeed. 

Group. 

W. 

Group 

1. 

w. 

Preeed. 

Group. 

2 

1st month 

6 

7-867 



8-500 



3 

2nd month 

8 

7-329 

XX 

XX 

7-500 

XX 

XX 

4 

3rd month 

5 

6-960 

XX 



7-180 

XX 


5 

4th month 

7 

6-829 

XX 



7-143 

XX 



6 

5th month 

5 

6-860 

XX 

— 

7-080 

XX 

— 
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Fig. 21. — Hydrogen Ion Concentration of Foetal Fluids. 




6^ 


7^ 


7M 


6:d 



o 


T r 

I l 


T 

5 


Months of Gestation 


“T 

4 



The specific ^Tuvit.v ot the tiui<ls is coiisidere(I in Table 2G. 
Due to insufficient data for the first montli, Group No. 2 had to be 
omitted. All tlial may be concluded from these fij^ures is that the 
s])ecific gravity of the allantoic fluid is always higher than that 
of the amniotic. All other variations, even the apparent steady 
downward trend in the case of the amniotic fluid, are insignificant. 


Table 26. 

Specific Gravities of Fluids. 


1 

(xBour OF Ewes. 

i 

1 No. of 
Ewes. 

Mean Specific Gravity. 

No. 

Glass. 

Allantoic. ' 

Amniotic. 


2nd month 

* 6 

1-0076 

1-0045 

4 I 

3rd month 

5 

1*0123 

1-0042 

5 

4th month 

7 

10127 

1-0043 

6 

5th month 

5 

1-0114 

1-0026 
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Discussion. 

In the failure of the total voluine of foetal fluid to increase 
during the fourth month of pregfnancy lies the exi)lanation for the 
peculiar flattening observed in most of the curves dealing with 
■growth of the uterus and its parts. Apparently to some extent 
enlargement of these parts is dependent upon the stretching effect 
of the foetal fluids. Moreover, at this time, the fluids constitute 
a very large proportion of the w'eight of the entire foetal system. 
These facts make it clear why in its growth the. uterus should 
follow a course resembling closely that of the increase iu volume 
of the fluids. 

Both as regards hydrogen ion concentration and speciflc. gravity 
the fluids differ one from the other. In other physical properties 
these differences are also recognizable. In the early stages of 
[iregnancy both fluids are clear, colourless and watery. This is 
maintained until the 45th day, at which time the allantoic fluid 
turns slightly cloudy. During the following two weeks this 
turbidity becomes more pronounced and a lemon tinge appears in 
the previously colourless fluid. This becomes more intense and 
then gradually changes to amber. At the 81st day it is difficult 
to decide which of the two colours is present, Imt a week later 
there is no longer any doubt. The bright amber colour then seen 
darkens into a golden brown, which shade is encountered throughout 
the remainder of the period. The turbidity previously mentioned 
increases until the end of the third month, as does the viscosity. 
During the last two months the fluid again becomes watery, clear 
and practically transparent. 

In the amniotic fluid the lemon tinge is visible at the 52nd day. 
Within a short time it has changed to amber, hut the latter shade 
is never very deej). During the fourtli month the amber colour 
disappears aud the fluid acquires a very light green colour. In 
the meantime the viscosity and the turbidity have increased s(» 
that by the end of the fourth ^nonth the amniotic; fluid is thick 
and “ syrupy ’’ and very cloudy. The colour varies from a pale 
green to a dirty white. During the later stages a fair amount of 
meconium is found in the amniotic fluid. 

(c) Koetv.s. 

All details regarding age, weight and dimensions of the entire 
series of foetuses are presented in tabular form in Appendix A. 
The trends of the growtli processes exhibited by these observations 
are best studied through the process of curve-fitting. In order 
not to (tomplicate the text with statistical technicalities all details 
of the procedure adopted have been relegated to Appendix B. 

1. Growth in Weight. 

MacDowell et al (1927) maintain that when for a series of 
foetuses the natural logarithms of age are plotted against those 
of the corresponding weights, a straight line distribution results. 
However, in their work age is calculated not from the moment of 

m 



Natur al L o<| orUhm 


J. H. L. CLOKTfi. 


fertilizatiuii of iLe ovum, but trom the time of fonuatioii of the 
“ embryo proper So distinet is the linear trend of the data in 
Fi^. 22 that one is led to surmise tlial, in spite of the difference 
in the method of computation of age, here too the general type 
of Ma(d)oweirs formula will hold good. Moreovei*, it is jxissible 
to fit such a line to the data and to obtain a result significant at 
1 per cent. ])rnbability. Nevertheless, the points representing the 
actual observations are not evenly scattered a}>out this straight line. 
When, by the use of anti logarithms, a weight-age curve is 
constructed from the formula, it becomes quite evident that the 
formula in (juestion does Jiot give a good representation of the trend 
of the data. Towards the latter end of the period the curve rises 
much ttK> steeply and thus jiasses well to the left of all the a(*tual 
observations. 


Kiji. *22. — Nataral Ijopiritliius of Weight plotted against thost* i»f 



* Probably the stage with the primitive axis established and with the 
formation of somites just commencing. 
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In view of the above it becomes necessary to test the “ fit 
of a parabola. The regression formula obtained is: — 

Loge Wt - 9-2167 Loge Age - 0-4652 (Log, Age)® - 25-8778, 

and the continuous line in Fig. 22 is drawn from it. Both factors 
bi and Aa (see Appendix B) are highly significant (at V ^ -01), while 
the coefficient of variation is 20-07 per cent., which is 4 per cent, 
lower than that of the straight-line formula. Both in Fig. 22, and 
in the weight-age <‘urve in Fig. 23, the actual data are well 
scattered around tlie curves, indicating that the formula from which 
these curves are consirucjted gives a true representation of the trend 
of the data. The figure for the coeffic-ient of variation (20 per cent.) 
is still high, but, in view of the large variations in the original 
(lata (see differences in weights of foetuses of identical age) this is 
only to be expected. Pitting to a further degree will certainly not 
bring about any improvement and will only serve to complicate the 
forfiiula. 

It is concluded that the age and weight data obtained from 
the series of Merino foetuses are best fitted by a curve of the second 
degree. This type of formula produces a (uirve wdth tw-o inflections, 
the first convex, and the sec<md com-ave to the axis. Jn Fig. 23 
the second inflection is not distinct. Nevertheless the retarding 
effect of the factor ‘*0-4652 (Log, Age)®” is evident in the widening 
and flattening of the curve during the latter part of prenatal life. 

The presence of the second inflection is of importance; never- 
theless it has either not been recognised or its significance has not 
been appreciated and has thus not been stressed. It has been 
customary to look upon the prenatal growth curve as one continuously 
rising and joining on to the initial part of the postnatal (*urve 
without any significant break. Now, how-ever, it hecjomes apparent 
that, at least in the case of the Merino foetus, the prenatal growth 
(iurve has both accelerated and retarded phases and that, if these two 
phases together constitute a “ growth-cycle then it must he 
concluded that one such’^^cycle is completed before the birth of the 
lamb. 

It has been shown by Scaminon and Calkins (1923) that growth 
in length of the human foetus is best represented by a curve of 
the second degree. This appears to support the above conclusions 
and thus suggests that the growth of all foetal dimensions follows 
a similar trend. This surmise will be tested later in this worL 

Scammon (1922) maintains that there is no sudden change in 
growth at the time of birth, but that the transition is gradual. 
Kislovsky and Larchin (1931) state that in the bovine there is little 
difference between the relative growth-rates just before and just 
after birth. From the above it is to be concluded that there arc 
no abrupt changes of direction of the curve at the time of birth. 
It is a feature of the curve described that the second inflection 
makes it possible to link up pre- and post-natal curves in a manner 
wluch satisfies the above conditions. 
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Fig. 23.— Growth in Weight. 
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It HHist be stressed here that thus far absolute growth has beeu 
under eonsideration. The curves mentioned are of a cumulative 
nature and indicate at each age the summation of all the gains up 
to that stage. They illustrate the course of growth in weight. For 
uomparative purposes it is desirable to lie able to express these 
values as relative or percentage figures. In order to avoid tlie 
fallacious (‘oiu])utations so often encountered in works of this nature, 
it is essential to remember that, by virtue of the constantly changing 
mass of the growing foetus, it is impossible to arrive at a true 
determination of the percentage growth-rate through any calculation 
liased upon the “ simple interest ’’ conception. The errors intro- 
duced by such methods are exposed by Brody (1927a), who shows 
that the rates mentioned by Minot (1908) are all too high and that 
the exaggeration is greatest when the rate is highest and when 
the time interval between sucj'essive observations is long. 

The growtli process is best likened to the increase of capital set 
out at interest which is being compounded instantaneously, i.e. th(» 
increment for one instant forming part of the capital for tin* 
following instant. However, the rate of interest (which is the 
percentage growth-rate) does not remain fixed, but is subject to 
change during the course of prenatal life. 

Brody (1927a) appears to have been the first investigator to 
appreciate these facts. By recourse to the calculus he is abl(» lo 
demonstrate that the graph resulting from the plotting of the natural 
logarithms of weight against age actually represents the trend of 
the instantaneous growth-rate, and that the slope of the curve at 
any point is an indication of the growth-rate at that moment. 

From the data at his disposal Brody (1927fc) concludes that 
such instantaneous growth-rate curves are composed of several 
segments set at varying and decreasing slope. Thus he maintains 
that the growth-rate remains steady over a considerable period ami 
then changes abruptly to a IowtV level. 

In Fig. 24 is presented the curve for instantaneous growth- 
rate of the Merino foetus. The dots represent the actual observations 
while the <;ontinuou8 line is drawn through points obtained by 
plotting w^eight values calculated from the formula previously 
mentioned. It is observed that the resulting graph is a smooth curve 
concave to the axis of the figure. This is contrary to Bnidy’s 
findings, for here there is no evidence of straight segments. Here 
the decrease in the rate of growth is spread evenly over the entire 
period and is not limited to certain very short and well defined 
intervals. It is hardly likely that the difference in these findings 
is attributable to the species on which the observations have been 
made. Not only does Brody’s work cover a wide range (the rat. the 
guinea-pig, the chick and man) but also regarding the bovine similar 
results are claimed by Kislovsky and Larchin (1931). On the other 
hand, in their work on the mouse MacDowell et al (1927) present 
a curve almost identical with that in Fig. 24. There is much point 
in these authors’ criticism of Brody’s work, namely that the data 
on which he relied were unsatisfactory and that he failed to realise 
that any curve may be approximated by a series of straight lines. 
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Both Brody and Kislovsky and Larchin merely plot their data on 
arithlog paper and then draw their straight lines by inspection. 
Brody (1927a) actually claims for this method the special merit 
of keeping the normal trend of the data more prominently under 
consideration, as compared with the tendency in the method of least 
squares of stressing the deviations from this normal trend. How- 
ever, his arguments do not appear to aft'ect the present situation, 
in which both the actual data and the “ fitted data are plotted. 
When it is observed that the numbers of observations in Brody’s 
and in Kislovsky and Larchin’s works are limited, and that there 
are fair deviations from the actual lines drawn, then it must be 
realised that their con<*lusions are open to criticism. 

Fig. 24.— Carves showing instantaneous (5rowth-rate and Average Percentage 
liate of Growth in Weight. 



It is significant that in the present investigation ami in 
MacDowell’s work, where eftorts have been made to limit the fa<dors 
likclv to cause variations in foetal weight and where relatively large 
nuinters of observations have been recorded, smooth curves are 
obtained. Further, it is apparent from Fig. 25 that when the 
chance deviations from the general trend are eliminated then the 
plotted points all fall directly on a smooth cnrve. 
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It must be concluded that the weight of evidence is against 
the occurrence of abrupt “ breaks ” in the growth-rate. In the 
sheep definitely (and most probably in other mammals too) the 
rate decreases in a steady and regular manner throughout the course 
of prenatal life. 

The instantaneous relative growth-rate (designated K) may Iw 
calculated on a daily basis from the following formula: — 

K = 

where Wg and W, are the foetal weights at the ages T, and T, days 
respectively. 

The figure obtained is an average value over tlie period to Tj 
days. As it has been noted that the rale of growth is changing 
continuously, the value obtained will vary somewhat with the 
length of the period (Tj-T,). The amount of variation will not be 
large. However, for comparative purposes it will be better to keep 
the period constant for all such calculations. 

By multiplying the value of K by 100, the rate may be 
expressed as a percentage, thus: — 

Instantaneous (Average) Percentage rate per day - 100 xK 

T, — T, 

^ In Table 21 are tabulated such pereentage rates eulculated over 
periods of five days at twenty day intervals throughout the foetal 
period. 


Table 27. 

Growth -Hate — Per Gent. Per Vai/. 



Age. 

Value of K. 

Percentage per day. 

Days— 

25 

1 

I 

Per cent. 

20 to 

0-2824 

28-24 

40 to 

46 

0-1360 1 

13-60 

60 to 

66 

0-0860 ! 

8-60 

80 to 

86 

0-0620 

6-20 

100 to 

105 

0-0479 

4*79 

120 to 

126 

0-0387 

3-87 

140 to 

146 

0-0323 

3-23 


The table indicates clearly that the percentage rates calculated 
by Minot (1908) and others, which run into several hundred per cent., 
are excessively high and that the drop in the earlier stages is not 
nearly as exaggerated as these workers lead one to expect. The 
rates are comparable with those (salculated by Brody (19276) for 
the rat (53 per cent.), the guinea-pig (10 per cent, to 4-6 per cent.) 
and the human being (8 per cent, to 1-25 per cent.). It is also 
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interesting to note that Brody (19276) calculates the percentage 
daily growth-rate of the sheep during the first few weeks of post- 
natal life to be approximately 2 per cent., which is only slightly 
lower than that given above for the 140-145 day period, thus lending 
weight to the contention that the intudent of birth is not accompanied 
by any drastic change in the growth-rate. 

2. Growth in Length, 

In view- of the conflicting opinions as to the best method of 
determining the length of foetuses, and the fact that these opinions 
all rest upon a theoretical basis, it has been decided to consider here 
a few of the most usual methods, and from the results of statistical 
tests to conclude which are the most useful as a guide to foetal linear 
development. All the dimensions considered are described in 
Chapter 3. 

Fig. 25. — Growth of Straight Crown-rump licngth. 




mmXTAh GROWTH ]X THE MKKXXO SHEEP. 


The data for straight crown-ruvip length are best fitted by a 
curve of the second de^jfree liaving the fonnula: — 

Logo 0,R.(s) 6 •1145 Logp Age - 0*4901 (Log^ Age)* - 14*4240. 

This curve is definitely significant at the 1 per cent, level ot 
probability, while the coefficient of variation is 7*61 per cent. In 
Fig. 25 it will be seen that the data are well distributed about this 
line. Further, it is noticed that the second inflection is not very 
distinct and that the curve does not resemble an elongated “S’' 
as stated by Curson and Malan (1935). However, it approximates 
fairly closely to Draper’s (1920) guinea-pig curve. 

In Fig. 26 is presented the instantaneous growth-rate curve 
of straight crown-rump length. Again the curve is smooth, without 
any abrupt breaks and lies con<*ave to the axis of the graph. Tn 
general shape it conforms closely to that of the weight data. 


Fig. 26 .-~rnrvp for Instantaneous Growth-rate of Striiiglit 
Crown -r 11 in p Len gth . 



Details of the percentage growth-rate ot this dimension are 
tabulated in Table 28. It is noticed not only that this rate is lower 
at each stage than that of the weight, but also that the decrease 
m the rate towards the end of foetal life is mu(jh more exaggerated 
here. As a result of this greater slowing down ” In linear growth 

492 



LeoQt'h in 


J. II. L. C;U)KTE. 


the 8ecou<l iiiflec 3 tioii of the pfrowth rurve has heeii appreciated by 
workers who have failed to detect its existence in connection with 
weight data. 

Table 28. 

Growth Kates.— C.R. {s) Per Cent. Pet Day. 


A}fv. Value of K. Poroentage per day. 

Baya— | Per 

20 to 25 I 1370 13-70 

40 to 45 ' -0575 .5-75 

60 to 65 ; 0330 3-30 

80 to 85 -0217 2-17 

100 to 105 ; 0154 1-54 

120 to 125 I 0114 1-14 

I4fl to 145 -(KWK 0.8ft 
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The second dimension to be considered is Curson and Malan’s 
(1936fl) curved crown-rump length. The best-fitting curve is a 
parabola similar to those already considered. The formula is; — 
Logo C.R.(c) — 4*4128 Logp Age - 0*3311 (Logp Age)* - 9*7855. 

Although the significance is marked, the coefficient of variation 
is 10*34 per cent. In Fig. 27 the data are less evenly distributed 
than those of the straight crown-rump length. Thus one concludes 
that in spite of the theoretical advantages of the curved over the 
straight line, the latter, when measured according to a set plan, 
is the less variable and hence the more useful of the two. This 
had already been indicated in the work of Malan and Curson (1936a) 
in whose weight-length diagrams the curved measurement gave a 
less satisfaclors’ ‘‘ fit " than that obtained with the straight line 
dimension. 


Fig. 28. — Growth of Ijeiigth of Back-line. 
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Undoubtedly a fair proi)ortioii of the variation of this lueasure- 
nient is directly attributable to the difficulty of taking precise 
readings wheui one of the landmarks is as vague as the root of 
the tail Apart from this technical difficulty there is the fact 
that this dimension is affected not only by growth in the direction 
of the long axis of the body, but also by growth at right angles to 
this axis, i.(*. in the length of the head. It is difficult to see how 
such a “ coin])osite line can be expected to represent satisfactorily 
the linear enlargement of the body. 


KiK. — Growth of Length in the Vertebral Column. 



The data obtained are plotted in Fig. 28, in which the continuous 
line has been drawn to the formula: — 

Logf Black-line == 4'1210 Loge Age - 0*2687 (Logo Age)® - 10*0894. 
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This formula is highly significant even at the 1 per cent, level 
of probability'. In tms instance the coefficient of variation is 
4-93 per cent., which must be regarded as extremely satisfactory. 
However, in the determination of this dimension ihe root of the 
tail is again the caudal landmark. Consequently it is not surprising 
to find that by measuring the length of the entire vertebral colvmn 
h‘.e. the foregoing length plus the tail) the coefficient of variation 
can be reduced to 3-8 per cent. The formula for this curve, shown 
in Fig. 29, is: — 

Log,. V.C. - 4*3948 Log,. Age ' 0*2949 (Log,. Age)“ - 10*4383. 

The te.sts for signifieancie yield positive results at the level of 
P- 01. 

This dimension differs from Mali’s (1910) vertebral column 
length ” for the human being in that in the latter the length of 
the tail is disregarded. In the sheep foetus the (ail is relatively 
long, hence, perhaps, its greater importance. However, it appears 
that the slight superiority of the vertebral column length over the 
back-line is the result of greater accurac y in the measurement of the 
former, due entirely to the fact that in (his case both landmarks 
are specific. 

In Table 29 are tabulated details of the percentage growth-rate 
of the vertebral column length. The corresponding figures for the 
back-line resemble these very closely. 


Table 29. 

r.r. Length, Per Cent, Growth^liate. 




Days. 

1 Value of K. 

i Per(*ootaj?e per day 

Dave- 




Per cent. 

20 

to 


0 1094 

10-94 

40 

to 

45 ! 

0-0496 

4-96 

60 

to 

65 

0-0304 

3-04 

80 

to 

86 1 

i 0-0212 

2-12 

100 

to 


1 0-0169 

1-69 

120 

to 

125 1 

i 0-0126 

1-26 

140 

to 

145 

0*0102 

1-02 


In Fig. 30 is presented the instantaneous growth-rale curve of 
this dimension. The actual observations follow’ very closely the 
smooth (urve drawn from calculated lengths. Again there is no 
suggestion w'hatsoever of straight segments with sudden '^breaks 
The shape of the curve is similar to that obtained with the wreight 
data; so too is the graph of average percentage growth-rates which 
is also i>lotted in Fig. 30. 

It is found that the trend of growth in all four of these linear 
dimensions is best represented by curves of the second degree. In 
no instam e is the second inflection at all distinct. There is a fair 
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degree of similnrity in the average percentage growtli-rates of these 
dimensions, and at each period they are all well helow the rate 
of growth in weight. 

Considering the coefficientH of variation of these lines it is 
found that the vertebral column length and the back-line are the 
least variable, and heiKte the most useful dimensions. The straight 
crown-rump length is slightly inferior to them, but it is especially 
useful in connection with foetuses younger than 35 days, in which 
the first two dimensions cannot be determined with any degree of 
accuracy. 

Kig. 30. — (’lines for Instantanooiis Growth-ratt‘ and Average Percentage Kate 
of (irowtli of Ficngth of Vertebral Coin inn. 



The curved crown-rump length is definitely the least useful 
of the measurements considered and, remembering the other 
criticisms of this line, may be discarded. 

It is to be noted that the coefficient of variation of this discarded 
line is only half that of the weight-curve, while regarding vertebral 
column length this fraction is reduced to one-fifth. These findings 
are contrary to the assertion of. Curson and Malan (193()o) that 
weight and length are equally variable Hammond's (1927) 
statement that “ weight is more variable than length " is applicable 
with equal force to the foetal, as well as the posl-ualal period of 
animal life. 
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3. Weight-Length'' Ratio.'' 

In studying the Weight-Age and Length- Age curves just 
described, it is found that when the weight of a particular foetus 
lies above the trend line, the point representing the length of that 
foetus also tends to fall above the smooth curve. This suggests that 
there may be a distinct correlation between these two characteristics 
and that it may be profitable to (‘ulculate for each foetus the weight- 
length ratio, and to study the trend of this ratio with a view to 
determining whether it would not prove less variable than either 
of the two dimensions from which it is calculated. 


Kig. 31. — Relation lu'tween Weight-Length Ratio and Age. 
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Altih()U<<h it lias been proved ihat the length of the vertebral 
column is the least variable of the length measurements, it is fell 
that, on account of its total disregard of the head, this dimension 
is not the most suitable for the purpose of calculating a weight- 
length index, (’onsequently, the straight (‘rown-rump length is 
preferred, and in each instance this measurement in centimetres is 
divided into the weight in grams. 

In Fig. 31 it is shown that the plotting of the natural logarithms 
of these indices against those of the corresjionding ages results in 
a straight-line distribution. The continuous line in the figure is 
drawn U) the formula : — 

Log, W. L. Ratio -- 3*3025 Log, Age -11 *8444, 

which is liiglily significant, but has a coefficient of variation of 
17-3 ])er cent. It is (juite evident that the comi)utation of this 
index will not serve any useful purpose. 

Figure 3L* i> inserted mainly to indicate that the formula 
mentioned does actually repre.sent the true trend of the data and 
that the large coefficieni of variation is due entirely to occasional 
marked deviations from this general line. 

4. Retfioiial (rtoirih. 

(jroutli of the body as a whole is merely the sum total of growth 
of all its <*omi)()iient parts. If the rates of growth of all these parts 
were identical the body would increase in size without in any way 
changing its shape or its proportions. However, it is well known 
that this is not the ease, and that growth and moulding of shape 
protced hand in hand. Regarding the sheep foetus this is well 
illustrated in an admirable chart presented by Curson and Malan 
(1935). Here outline sketches of a series of foetuses have been 
constructed to 8u<*h scales that in every instance the height at the 
withers (i.e. the vertical distance from withers to tip of toe) is 
identical. With their background of squared ])aper these 
illustrations allou of a full appreciation of the c-hanges in ])roportion 
which accompany the growth in size of the foetus. It is surmised 
that such changes must be attributable to differential regional 
growth- rates. 

In an effort to test this hypothesis in a statistical manner, and 
to obtain some idea of the mode and sequence of oj)eration of these 
differential rates, a number of linear measurements in different 
regions of the body have been recorded. When the trends of these 
data are studied it is found that in each instance the best fitting 
curve is a parabola with the general formula: — 

Log, Dimension = a -f rf Log, Age + c (Log, Agc)^, 

in whi(;h o, /> and c represent constants which differ for each 
dimension considered. The values of these constants are tabulated 
in Table 30, in which are also indicated the coeffiedents of variation 
and the results of the tests for significance. Regarding the latter 
X indicates significance at the 5 per ient., and X X at the 1 per cent, 
level of probability. 
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Fig. 32.— Change of Weight-Length Ratio with Foetal Age. 
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Table 30. 

Constants for Formulae for Growth of Regions. 


Dimension. 

^■1 



Coeff. Var. 

Significance. 

Length of head. . . . 

-16*3521 

-f-6-8463 

-0-6100 

8-76 

XX 

Length of nock. . . . 

1 3-6166 

-2-2939 

-hO-4114 

16-71 

— 

Len^h of trunk. . . 

18-9560 

4-7-8031 

-0*6636 

4-07 

XX 

Length of tail 

-13*4313 

-h5-0861 

-0-3609 

9-75 

XX 

Length of f. limb. . 

-15-3832 

i-5-9662 

-0*4289 

4-72 

XX 

Length of h. limb. . 

-17-6846 

h6*8646 

-0-6128 

4-88 

XX 


Fig. — ^Ijength of Head. 



In all but one diniension the values of the constants are 
strikingly similar, the coefficients of variation are well below 
10 per cent., and significance is marked. The curves drawn to these 
formulae are presented in Figs. 33 to 37. Most of these curves 
resemble closely those previously encountered. In the case of the 
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head and, to a lesser extent, the trunk, the second inflection is more 
plainly visible than in any of the previous figures. There is no 
doubt but that in their growth all these regions follow trends similar 
to that of the body as a whole. 


Fig. 34. — Length of Trunk. 



The striking exception is the neck. Here the figures are greatly 
at variance with those of the other dimensions. The signs of the 
constants have also been reversed, thus the inflections of the parabola 
constructed from this formula will be inverted, i.e. the first will 
be^ concave, and the second convex to the axis of the figure. Had 
this curye^ been significant there would have arisen the difficulty 
of explaining why of all these regions, the neck should follow such 
an unique growth-trend. However, it is found that the coefficient 
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of variation is ovt^r 10 per cent, and that both factors hi and 
(see Appendix 1^) are totally insignificant. This indicates that the 
degree of variation in the original data is such as to make it 
im])Ossible to construct a curve which will represent accurately the 
trend of these data. It must be remembered that the length of the 
neck was obtained by deducting from the back-line the length of 
the trunk. hVom the above results it is concluded that this is not 


Fig. — Length of Tsiil. 
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a satisfactory method of estimation. Consequently this apparently 
conflicting evidence is disregarded, and so far the hypothesis that 
the ^jrowth-trends of all regions follow those of the entire body 
remains unassailed. 


Fig. 36. — Length of Forelimb. 



Having found that there^ is no qwlitatiye difference in the growth 
processes of the several regions unaer consideration, we may conclude 
that the differential nature must consist in the percentage growth- 
rates, i.e. it must be quantitative. In Table 31 are presented 
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Fig. 37. — Length of Hindlimb, 
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details of the average percentage growth-rates of these dimensions, 
calculated over periods of five days at 20 day intervals. It must 
here be stressed that the values for the first period (between the 
ages of 20 and 25 days) are purely theoretic^a] , having been obtained 
from the formulae by extrapolation. Although the formula may 
have been proved i(» hold within the range 38 days to 147 days, this 
does not necessarily mean that it will furnish correct values when 
its use is extended beyond either limit of the range. However, these 
values may serve u purpose provided one does not lose sight of their 
purely theoretical nature. 


Tabee 31. 

Percentage Growth-Rates of Regions. 


Growth-Rates. — Percent aoe per Day. 


ARC. 

Hoad. 

Trunk. 

j Tail. 

Forolimb. 

JHindlimh. 

Days — 

20 to 25 

! 

13-64 I 

16-43 

! 

i 12-69 

14-73 1 

! 16-42 

40 to 45 

r>-36 

6-67 

5-61 

8-48 

7-12 

60 to 65 

2-89 1 

3-71 

3-37 

3-88 

4-20 

80 to 85 

1-78 : 

2*36 

2-31 

2-65 

2-84 

100 to 105 

M7 

1*62 

, 1*70 

1*03 1 

1 2*07 

120 to 125 

0-80 

116 

1 -32 

1*50 

j 1-58 

140 to 146 

0-56 

0-86 

1-05 

1-20 ' 

1 

! 1-25 

— 



- 


— ■ 


In I’ig. 38 these (lerceiitage rates are all plotted against age, 
the midpoint of the five day period over which the rate has been 
calculated being taken for the abscissal reading. 


It b(H:onies apparent that in each instance the rate of growth 
is highest at the earliest stage and then decreases, at first rapidly, 
but later more gradually. Further, in the earliest period all th(‘ 
rates are roughly of the same order. The lowest rate (tail) is 77 per 
cent, of the highest one. By the end of prenatal life these rates 
have all undergone pronounced reduction. At this time tht» 
differences between them are much greater, the lowest rate (head) 
constituting but 45 per cent, of the highest rate (hindlimb). The 
most cranial portion of the body has the lowest rate, while the highest 
rate is encountered in the hiudliml) — the part most remote from 
the head. 

If the crown of the head is regarded as the starting point of 
growth, it is found in Table 31 that the more remote the region 
IS from this point the higher is its growth-rate at the end of the 
prenatal period, i.e. the less has been the retardation to its initial 
rate. Also, the more distant the region the later (chronologically; 
will be the moment of inception of grow^th in that region. From 
these facts it is concluded that there is a direct relation between 
the extent of retardation of the growth-rate and the time that has 
elapsed since the onset of growth in that particular part. 



J. H. L. CLOETE. 


Kig. .‘{S.- Vorcoritairp (irowtii-rates of different regions. 



On this basis it is incorrect to look upon the rates talmlatecl 
in the first line of Table 31 as representative of the initial growth- 
rates of the regions under consideration. Obviously in the head 
region there will already have been a fair degree of retardation, 
while in the hindlinib this will be at a ininimuin. To arrive at 
the true initial or comnieuciiig rates of these regions it would be 
necessary to increase the rates of the first period by aTuounts varying 
in decreasing order fnini the head to the hindlimb. This would have 
the effect of eliminating the variations encountered in the first line 
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of the table, with the result that all the initial rates would be more 
or less identical. The rate for the trunk is slightly confusing, yet 
it must be remembered that this region is large and that while some 
of its components are in close proximity to the head, others are 
definitely remote from it. In the latter parts growth will commence 
some time later than in the former.* This initiation of ‘‘ new 
growth will tend to minimise the extent of the retardation which 
will already have set in anteriorly. Thus the slowing down '' 
of the rate for the trunk will not be marked in the earliest stage, 
placing it in the anomalous position seen in the table. Later in 
prenatal life this anomaly disappears and the values for its rate of 
growth fall correctly between those of the head and the tail. 

It appears that growth is initiated in the head region and 
that it spreads wave-like caudally and towards the extremities ; 
in each region the initial or potential growth-rate is the pme; from 
the moment of onset of growth an inhibiting force is at work 
reducing the rate in a manner proportional to the lapse of time 
since the commencement of growth in the region concerned. The 
tendency of this force is to reduce the rate to zero, but in no instance 
is that level reached during prenatal life. This is only to be 
expected, since growth ceases only after attainment of full adult 
size. However, the earlier growth has commenced in any region, 
the nearer will the rate at the end of prenatal life be on this ultimate 
zero. 

All these jioints are well illustrated in Fig. 38, the last half 
of which is very regularly arranged. In the first part of the figure 
this regularity is slightly disturbed, some of the lines crossing 
each other. This may be indicative of some inherent differences 
in the modes of retardation in the various organs. One may be 
tempted to assume that this is the case and then, by way of 
explanation, recourse may be had to the expedient of linking up 
certain points on the curve with certain concurrent events in the 
development of the foetus. * Such reasoning, although not 
infrequently resorted to, does not appear to be justified. Moreover, 
having regard to the nature of the data employed in this study, 
one hesitates to attach great significance to the slight irregularities 
observed. Indeed, it is suggested that the true state of affairs 
may be as idealized in the inset in Fig. 38, where points A, B and C 
represent both the commencing times and rates of growth of three 
dimensions placed in order according to their antero-posterior 
sequence. 

As a result of the findings recorded in this section it is concluded 
that during the course of prenatal life the proportions of the body 
change as the result of differential time rates of retardation of 
growth in the various regions of the body. Thus the more anterior 
regions begin growing at an earlier age and obtain a '' start ’’ 
on those parts situated further caudally. As the rates of growth 
of the former regions undergo retardation, the relatively higher 

* Obviously the same applies to any other region, but naturally the effects 
will not be so marked in a relatively small region as they are in a fairly 
extensive and elongated region. 
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rates of the latter regions (consequent upon their more recent entry 
into the growth process) enable these parts to increase their relative 
size and thus eliminate the earlier disproportion. 

All the dimensions considered above are measurements in the 
direction of the long axes of the regions concerned. Merely to 
see whether the trends obtained here are applicable to dimensions 
measured in other directions, the width of the head and the 
circumference of the thorax (heart-girth) have been included in 
this study. The former is measured at right angles to the length 
of the head, while the latter is a circumferential measurement in 
a vertical j)lane. In both cases curves of the second degree are 
found to represent the trends of the data. Tlie formulae are: — 

Width of Head, 

Loge Width = 6*5252 Logo Age -0*5815 (Logo Age)^ - 16*1182. 

This is definitely significant at P^O Ol and the coefficient of 
variation is 4*75 per cent. This (‘urve is illustrated in Fig. 39. 

Heart-Girth, 

Logo H.G. - 4*9768 Logo Age -0*3760 (Logo Ago)^ - ] 1 -8658. 

Again this is significant at the 1 per cent, level of probability, 
and the coefficient of variation is 5*48 per cent. Graphic 
representation is given in Fig. 40. 

It will be noticed that the first curve (wudth of head) resembles 
closely that of the length of head. The sei^.ond inflection is again 
distinctly visible. The second curve is of the same shape as those 
for the trunk and the forelimb. 

Thus it is established that dimensions other than those 
determined in the plane of the long axis of a region also follow 
the growth-trend of the whole body. 

Table 32. 

Pe rcen tage Grow th -Ratef > . 


Rates— Pebokntaub per Day. 


Age in Days. 





Width of Head. 

Honrt-Girth. 

20 

to 

2r» 

13-00 

11-79 

40 

to 

4.1 

5-10 

5-09 

60 

to 

6.1 

i 2-76 

2-99 

80 

to 

8.) 

1 1-69 

2-01 

1(H) 

to 

105 

1 Ml i 

1-46 

120 

to 

125 

j 0-72 

Ml 

140 

to 

145 

i 0-53 

0-88 


The percentage growth-rates of these two dimensions are 
tabulated in Table 32. These, it will be noticed, are comparable 
with the rates of other dimensions of the same regions. In the 
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case of the head it is seen that length and width have roughly 
similar rates, but that of the latter is always somewhat lower. In 
the earlier stages the rate for the heart-girth is slightly confusing, 
but it soon assumes a close similarity to the rate of linear growtli 
of the trunk. 


Fig. 80. — Width of Head. 
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5. Correlation lietireen Dimensions, 

In tile previous two sections it has been found that both the 
actual observations and the fitted curves of all the dimensions 
considered exhibit striking similarities. This suggests that between 
any two of these dimensions there may l)e some definite ndationship. 
For the purpose of testing the accuracy of this surmise the 
coefficients of correlation between these dimensions are determined. 
The method employed is that described by Fishei* (1936) for the 
estimation of correlation between series 
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Since measurements of these variables have extended over a 
period of growth it is only to be expected that between them there 
will be a high positive correlation. However, this “ total 
correlation ” may be split into two components, one of which, the 
“ trend correlation measures the relationship between points on 
the fitted curves of the various dimensions, or, in other words, the 
correlation between values of the dimensions calculated from their 
regression formulae. The other component measures the correlation 
of the deviations of the actual observations from one trend-line, 
with the deviations of the corresponding observations from any othei’ 
trend-line. This “ residual correlation ’’ is the important one in 
this work for in its computation the growth-trend has been 
eliminated, hence it indicates exactly bow a deviation of one 
dimension from the “ normal ” or “ expected ** value is likely to 
be reflected in any other dimension. 


Table 33 has been compiled in such a manner that all three 
correlations between any two variables may be read at a glance. It 
will be noticed that the portion falling below the diagonal row 
of blank spaces is an exact repetition of the upper half. Through 
its inclusion it is possible to read in one straight line, either 
horizontally or vertically, correlations of a certain dimension with 
all the remaining variables. Otherwise it would have been necessary 
to follow a veHical column into the blank space and then io continue 
along the horizontal column. 


In considering the figures presented in the table each of the 
three types of correlation will be treated separately. 


Total Correlation, 

It is seen that without exception these figures are highly 
significant at the level P = 0-01. Thus there is a very high, positive, 
direct correlation between all the dimensions under consideration. 
As explained above, this is only to be expected. 


Trend Correlation, 

Again there is not a single figure which is not significant at 
at least the 5 per cent, level of probability. However, it is possible 
to classify the variables in two groups; in the first are length of 
head, width of head and length of trunk, while the remainder 
const^ute the second group. ^ The correlation between any two 
variables of the same group is significant at P==0'01, whereas 
correlations between dimensions of opposite groups are significant 
only at P = 0-05. ^ These results could have been anticipated from a 
the continuous curves in Figs. 34-40. Those representing 
the trends of the dimensions of the first group show much similarity, 
and in all of them the second inflection is distinct. The remaining 
curves, while differing from the above, bear a striking resemblance 
to one another. 
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Notk. — 1. Trend Correlation 0*9969 0*9999 

2. Residual Correlation 0*4227 0*6368 V Values for Significi 

3. Total Correlation 0*4227 . 0*5368 J 
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It has been denioiistralecl that the distinct second inllection is 
associated with the dinieiisions of regions which develop early in 
prenatal life and consequently undergo the greatest degree of 
retardation of growth-rate. From the above findings one may 
conclude that “ trend correlation " is greatest between dimensions 
of (anatomically) closely related regions, and lowest between 
dimensions of regions remote from each other. 


livsidual Correlation . 

Immediately it is noticed that the majority of these correlation 
(•oefiicients fail to attain signific ance even at the 5 per cent, level 
Those that do reach this level may be considered 

Length of forelinih — length of hindlimh. — The correlation 
between these two variables is the highest obtained. Upon 
inspection of Figs, dti and it is seen that there is muc*h 
similarity not only in the trend-lines, but also in the 
distribution of the actual observations about these lines. Under 
these circ*umstan(*es a high correlation is only to be expected. 
Moreover, it is fairly obvious why such a definite relationshijj 
should exist. 

Length of head — indth of head, — Again it is readily 
ucjcjepted tliat there should l)e a definite correlation betweeui 
these variables. Indeed one is rather surprised not to 
encounter a higher value than ()*494. In Fig. (wddtb of 
head) it is noticed that the later points are widely spread, 
and that due to these marked variations in the actual data, 
the curve cannot be said to have an exc^eptionally good fit.* 
The large variations encountered may be inherent in the 
material or they may have been artificially exaggerated 
through the difficulty of making accurate measurements ot 
this dimension. 

Length of verfehral column — length of tail, — The high 
correlation present here is easily explained when it is 
remembered that the latter dimension is contained in the 
former. But for the difficulty of determining with accuracy 
the anterior extremity of the tail this correlation may w^ell 
have been higher. 

Length of vertebral column — hearUgirth, 

Length of vertebral column — length of forelimb. 

Length of vertebral column — length of hindlimb. 


probability. 

individually 


♦ NeveythelosH it has been proved that with the data available this curve 
gives the best ** fit What is meant here is that the ** fit of this “best- 
iitting ” curve is not as good as is desirable in work of this nature. 
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lu all these inslaiices the relatively high correlations are 
understandable. It is quite acceptable that with an increase 
in the length of the foetus, theie should be (corresponding 
iiKcreases in the heart-girth and in the length of the two 
limbs. Thus a longer foetus has also a greater height at the 
Avithers and a larg(*r circumference of the thorax. 

Widfli of head — leiujth of forcliitib, 

Widlh of head — leitfjth of hindlimh. 

Width of head — hearf-jjirth . 

The definite (correlations obtained here are somewhat 
suiprising, especially in view of the fact that other seemingly 
more apparent correlations jnove to be insignificant. 
II ou ever, it must be pointed out that in the method employed 
the accurac'y of the residual correlation is dependent upon 
the goodness of fit '* of the trend-line. Already it has 
been indicated that in the case of Avidth of head this fit is 
iiot as good as might he desired. It api)ears reasonable to 
conclude that this results in tht‘ g(;neration of misleading 
correlations. In consequence of this suspicion attaching to 
these correlations it is not proposed to consider them further. 

Fo sum iq) one concludes that betAveen any tAvo of the dimensions 
considered there is a very highly significant direct (torrelation. 
However, the (*ommon groAvth-trend is mainly i (‘sponsible for this, 
and in most instances its elimination results in an insignificant 
residua] correlation. The latter is truly significant in hut a feAv 
(uises, and then only Avhen closely associated dimensions are coupled. 

b. K^rferaal Appearance of the Foetnii. 

Genetal Form and Apftearajiee. — Many of the features to be 
descrih(*(l here are Avell illustrated in Curson and Malan’s (1935) 
chart to wliich reference has already been made, and in the series 
of photograjdis accompanying this chart. 

At th(^ age of 18 days the ovine emhi-yo has the appearance, 
in profile, of a whitish, translucent ('oinma, the head region being 
much better developed than the opposite extremity. Jjuring the 
next two days there is an increase in size, e8pe(ually of the head 
region, where the primitive brain divisions are already distinguish- 
able. At this stage the heart becomes visible as a reddish, pinhead- 
size(l focus, situated well forward. At the tAveiitieth day the aorta 
is visible, and from its (caudal extremity tAvo A'essels emerge at the 
umbilicus to form the umbilical arteries. At about this time the 
dorsal region of the body is beginning to assume a more opaque 
appearance, thus foreshadowing the development of the vertebral 
column. 

During the following fcAV days the cardio-A’ascular system 
continues to deA-elop apace, so that at the twenty-fifth day the heart 
has a diameter of 0*5 cm., and from it the aorta and the carotids 
can be seen ruhning towards the head and towards the caudal 
extremity respectively. At this time the curA^ature of the body is 
so acute that the future oral regions rest between the tAvo thoracic 
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limb-buds, against what is to be the sternum. The cranial region 
is relatively large, especially in the vicinity of the vertex, where 
the main envisions of the brain are plainly visible. By this time 
the tail has been formed, its length being approximately 2 mm. 

By the end of the first month the body has become fairly plump 
with signs of a definitely solid axial structure in the vertebral 
region. The colour of the surface of the body has changed from 
dull translucent white to pink. The heart is still visible through the 
body wall, and from it vessels are seen to proceed cranially, caudally, 
and into the developing limbs. The ventral abdominal wall bulges 
outwards, presenting a herniated appearance. The length of the 
tail has increased to about 5 mm. 

During the following week of its life the foetus undergoes 
rapid development and at the 38th day most of the main features of 
the fully developed body may be detected. The body wall becomes 
opaque, thus obscuring the heart region. The superficial vessels 
of the head, trunk, tail and limbs are visible. At this stage the 
cartilaginous models of the vertebrae and the scapulae show up 
prominently as denser white structures fairly deeply situated. The 
ventral abdominal bulge has disappeared. 

In the middle of the second month the head is still relatively 
large, its size being accounted for mainly by the prominence of 
the crown region. At this stage the neck region begins to acquire 
a more definite shape. However, it is still sharply bent and the 
face is directed ventrally. This development continues so that at 
the end of the second month the neck has become fairly long, thin 
and well-rounded, and its ventral curvature has practically been 
eliminated. By this time the subcutaneous, vessels, which had 
become very prominent and numerous, are no longer visible. 

Throughout the third month the proportions of the body 
undergo much change, yet at the end of this period the head still 
appears^ disproportionately large, whereas the neck is relatively long 
and thin. However, early in the fourth month the thickness of 
the neck increases and by the 100th day this disproportion has to 
a great extent been eliminated. ISTow the skin oyer the neck has 
become somewhat loose and a few transverse wrinkles are io be seen. 
Ten days later similar wrinkles are present over the brisket and 
down to the carpus. The spread continues and just before birth 
the skin, which is now fairly thick, is comparatively loose and 
wrinkles are evident over the entire body. 

The Head and Face . — During the first month of prenatal life 
the head region undergoes much development both in size and in 
its proportions. However, it is not until the 38th day that there 
are signs of facial development. At this time indications of the 
mouth and nostrils are detected, and by the end of another week 
these features are plainly visible. Towards the end of the second 
month the dished ” profile of the early stages (caused by the great 
prominence of the forehead) has practically disappeared. ' The facial 
region has increased in relative size and the mouth and nostrils 
are well developed. The latter are closed by epithelial plugs. 
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IJy the middle of the third month the face has come to resemble 
closely its definitive appearance. However, this region is still 
relatively small and is overshadowed by the very large and 
protruding forehead. At this time the rami of the mandible are 
well-formed, the lips are distinct and tlie mouth is open. The 
external nares are deeply excavated but are still “ plugged The 
horn buds become visible as small pinhead-sized elevations equidistant 
from the lateral < authus of the eye and the base of the ear. 

From now on the changes are much less striking than those of 
the earlier period. Between the 95th and 101st days the nostrils 
be(;ome patent and it also becomes possible to open the mouth and 
to see the Anlagen of the incisor teeth. Further, the philtruin of 
the upper lip is distinctlj' visible. At the JJlOth day the edges ol 
the nostrils and the u])per lip, with the adjacent regions, have 
become sniootli and hare. Ten days later the inner edge of the lowei 
lip is serrated, while on their buccal surfaces the (dieeks (iarry small 
papillae, these being best seen in the neighbourliood of the 
commissures of the mouth. In the foetus of 147 the Anlagen of 
the teeth are very prominent and the first pair of incisors appears 
to be on the verge of eru])ling. 

The Eije . — At the early age of twenty-five days there is visible 
on the Lateral surface of the head of the foetus a thin black ring 
1 mm. in diameter. This is the earliest macroscopic indication of 
the development of the eye. As a result of the prominence of the 
foreliead and the flexion of the neck, this ring is seen in the vicinity 
of the anterior limb-buds. At the end of the first month the diameter 
of the ring has increased slightly and the enclosed area which will 
later form the lens, is pale, translucent and slightly raised above 
the surrounding surface. At the »18th day the ring has a diameter 
of 3 mm., and the eyelids have commenced to grow’ over the 
developing eye. The whitish lens area is prominent. Tlie condnned 
effect of the straightening of the neck and the increase in relative 
size of the face is to place the eye in a more familiar situation. 
Newrtheless this organ is still somewhat closely related to the nostril 
and the angle of the mouth. 

The black ring continues to increase both in width and in 
diameter. At the 45tli day the latter dimension has reached 5 mm. 
The eyelids extend over the eye, and although they are transparent 
the line of fusion of the two is distinct as a denser ridge running 
across the eye. Just medial to the inner canthiis ol‘ the eye this 
line is very i)romiiient and here is foreshadowed the development 
of the infraorbital pouch, which, at the 52nd day, is rendered much 
more prominent by the curling over of the upper border of the 
ridge. By this time the lids have increased in thickness, and 
although the dark ring is still plainly visible it appears to be more 
deeply situated. The entire eye region is much enlarged and bulges 
outw^ard from the side of the head. At the end of the second month 
the pouch is even more prominent and the pigmented ring has a 
diameter of 1*6 cm. and a thickness of 0*5 cm. Midway through 
the following month the ring is stilly larger, but by now’ the thickness 
of the lids makes accurate observation difficult. By the end of the 
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third month the rinpr has become invisible from the surface. About 
this time the eyelids are well deftiied and wrinkled, and a brownish 
pigmentation is seen along their borders, which are still fused. 

At the noth day it appears that the infraorbital pouch is 
completely developed, while the fusion of the eyelids is less definite 
than in previous stages. At the end of the fourth month it is 
possible to draw the eyelids apart, thus disclosing the apparently 
fully formed eye. 

The External Ear , — On the Slst day the ear is visible as a small 
triangular flap whose base is dorsal. This flap is about 1 mm. in 
length. A week later the length has increased to 1’5 mm., and 
at the 45th day it is 2 mm. At this time there is no sign of an 
external acoustic meatus. Within the next seven days the length 
of the flap iu(*reases to 3 mm. and on it a central longitudinal ridge 
appears. From the basal angles of the flap low ridges extend 
ventrally and then converge towards each other. By the 59th day 
they have come together to enclose a small, roughly (drcular area. 
This enclosed area becomes depressed, forming a hollow which will 
develop into the external acoustic meatus. By the 66th day this 
depression is distinct. The flap has attained a length of 1 cm. 
and on either side of its central ridge an additional thickened line, 
parallel to the first one, is to be observed. 

During the course of the next two weeks the ear increases in 
size and the ridges become thi(‘ker and more prominent. The length 
of the flap at the end of the third month is 2-5 cm., and a month 
later it is 4-5 cm. By this time the external meatus has become 
deeply excavated and to the three ridges previously mentioned 
two more have been added, giving the ear the appearance of a series 
of thickened ridges, with intervening, thinner and translucent 
grooves. By the end of the prenatal period the length of the flap 
exceeds 6 cm. and its thickness has greatly incTeaseul. At its most 
ventral point the rim encircling the external meatus has been deeply 
cut into in a V-shaped fashion. * The portions lateral to this “ V ” 
have fused with the original flap in such a manner that the two 
resulting free borders of the pinna are practically straight. 

The (jc/uta/wi.— Between the ages of 45 and 52 days it becomes 
possible to distinguish macroscopically between the sexes. In the 
male foetus of 52 days two small prominences in the inguinal region 
represent the scrotum. The penis is visible as a* white line below 
the ventral abdominal surface, stretching from the ischial region 
to the vicinity of the umbilicus. A small prominence at the anterior 
extremity of this line represents the sheath. In the female of this 
age the developing scrotum is replaced by two small labial swellings, 
just anterior to which two small teats about 2 mm. long are noticed. 

By the 66th day the iiiainmary region is slightly swollen and 
the labial swellings have migrated caudally to a position midway 
between the teats and the anal region. 

Midway through the second month the Inale foetus has developed 
a large whitish opaque scrotum, about 1*6 cm. in length 
(dorsoventral). The ventral half of the scrotum is still distinctly 
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divided at the median raphe into two eonical lateral halves. The 
tips of these cones are less dense than the basal part of the sac and 
they have a translucent appearance. The prepuce and the penis 
are quite distinct, hut the latter does not as yet produce any elevation 
of the ventral abdominal surface. One week later the length of 
the scrotum has increased to 2 tun.; the median gr(K>ve is less distinct; 
the surface of the sac is smooth. At this stage one or two pairs 
of small teats are seen just a ntero- lateral to the l)ase of the scrotum. 
In the female of this age the mammary region is fairly prominent, 
and the teats have a length of 8 mm. The labial folds have migrated 
further towards their (lefinitive position, and only about one-third 
of the distance remains to he traversed. This is soon accom])lished, 
and at the end of the third month the folds are finally located in 
the perineal region, and the formation of the vulva is well under 
way. The anus is well developed and piominent. The main teats 
are about 4 mm. long; they may !)e supplemented by two or four 
smaller, supernumerary teats. 

In the male foetus of this age the scrotum is cm. Icjng and 
is soft and jellj^-like. Teats of 2 mm. in length an* visible. The 
prepuce is well developed and soon hairs mm. in length are to 
be seen around the jneputial opening. By the end of the fourth 
month the length of these hairs has rea(‘he(l aj)proximately 1 cm. 
The surface of the scrotum, which hitherto has been smooth, becomes 
wrinkled. This appears to be (‘onsequent on the hollowing out and 
colla])se of this previously solid structure. 

In the female during the last month the mammae incn*a8e in 
size and the teats reach a length of 5 to 7 mm. The develo])ment 
of the vuha is comf)letod even to the prominent ventral commissure. 

The Limbs , — In foetuses of 26 days both sets of limb-buds are 
(dearly visible. The thoracic pair arc about mm. in length and 
the pelvic, ones slightly shorter. The former are divided by a 
central (ionstriction into a proximal rounded, and a distal flattened 
part. The latter is almost fan-shaped and its surfaces face laterally 
and medially. In the posterior buds no constriction is evident, but 
towards the tip there are signs of flattening. Within the next two 
days these buds reach the stage of development just described tor 
the forelimb. 

By tin* end of the first month the length of the forelimh has 
incr(*ased cousid(*rably, and at the distal extremity a central groove 
indicates the commencing division into two digits. The lower half 
of the li.mh has rotated on its long axis in such manner that the two 
digits are situated medially and laterally, instead of anteriorly and 
posteriorly. In the posterior limb this stage has not yet been 
reached; the division into digits is not present, neither has the 
rotation commenced. 

At the 38th day the digits of the forelimh arc distinct and 
there are indications of the accessory digits. The various divisions 
qf the limb (forearm, arm, etc.) are evident and already they have 
assumed their definitive relative positions. In its development the 
hindlimb is slightly in arrear of the forelimb. 
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Within a week the digits have developed considerably and the 
accessory digits have become plainly visible on both pairs of limbs. 
Close to the distal extremity of each limb a transverse, ridge-like 
swelling appears. It is slightly more distinct on the thoracic limb. 
These swellings represent the coronary bands. 

During the next three weeks the fetlock region becomes moulded 
into shape and the coronary band bec;oiues more prominent. How- 
ever, the latter is still relatively close to the tip of the limb. By 
the (Kith day the portion distal to the coronet has increased in size 
and just below the coronary band a bluish-white colouration is 
detected — undoubtedly this is due to the deposition of horn. The 
accessory digits are very prominent and are clearly defined. 

The limb increases in size and the bluish colour spreads slowly 
downward over the surface of the third phalanx. At the 89th day 
the first signs of the interdigital pouches are detected. These are 
more advanced in the foreliinb. By the end of the fourth month 
they appear to be fully developed. 

By this time the major part of the third phalanx has been 
covered with horn and the line of junction of this honi with the 
lower dull white surface (which lies parallel to the coronary border) 
continues to advance distalwards. At the 130th day the horn has 
reached the heels, and during the next ten days the as yet uncovered 
triangular portion of the third phalanx becomes progressively 
reduced, while the horn also encroaches on the sole of the foot, the 
posterior half of which is covered by the 140th day. At about this 
time the ac.c.essory digits are almost completely covered with the 
same bluish-white horny substance. At the 147th day the original 
whitish, friable covering is confined to the tips oi the hoofs and 
the apices of the accessory digits, the nnnainder of these structure's 
being well covered with horn. 

The Hair and the WooZ.-r-Until the 38th day of foetal life 
there are no signs of development of hair, and the entire body surface 
is smooth, and homogeneous. At about this time pinhead-sized white 
foci appear just below the surface in the region of the eyelids and 
the lips. By the 45th day these have increased both in size and 
number and are recMignisable as the follicles of the tactile hairs of the 
face. Similar, but smaller foci a])pear immediately above the upper 
eyelids, and soon they, are seen to have spread a^ far as the cmwn. 
These are the follicles of the ordinary hails of the body. 

During the following week the tactile follicdes increase in size, 
while those of the ordinary hairs become more numerous and spread 
over the crown, but without reaching the upper part of the neck. 
On the lateral aspect of the shoulder and in the axilla traces of 
these follicles are encountered. The regions in which follicular 
development has occurred are not definitely demarcated; the follicles 
simply become smaller and more isolated towards the outskirts until 
they are no longer visible. At the 56th day follicles are present over 
the extensor surfaces of the carpus and the hock. Smaller ones are 
seen in the region of the flank and over the proximal portion of 
the thigh. 
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At the end of the second month the tactile follicles are large 
and the hairs appear to be on the point of einipting. The ordinary 
follicles have spread over the entire body, yet in general their 
distribution becomes more sparse as they are traced caiidally and 
towards the distal ends of the limbs. 

At the ()(lth day the tactile hairs have not yet erupted, but they 
have become so much increased in size that they cause small elevations 
on the surface. Six days later these hairs are seen emerging, at a 
slant, through the skin of the eyelids, the lips and the chin. By 
the end of the third month the longest of these hairs (on the chin) 
are () mm., while (dliers (cm upper eyelid) are only half this length. 

All this time the ordinary follicJes have been im^reasing in 
number and in size. By the 89th day it is possible to detect, by 
means oi a liandlens, the presence of very fine downy hairs on the 
forehead. Arouml the horn buds these hairs are arranged in whorls. 
They extend downwards as far as a line joining the medial canthi 
of the e^es. At this stage the follicdes on the dorsal aspect of the 
carpus and along the coronet, especially close to the interdigital 
cleft, are large and the hairs contained in them appear to be due 
to erupt almost immediately. The follicles at cjorrespondiiig situations 
on the pelvic* limb are luucdi smaller. 

By tin* 95th day the hairs on the forehead are visible to the 
naked eye. They have sjnead over the poll and also ventralwards 
on to the cheeks, to the base of the ear and in the direction of the 
ramus of the mandible. Over the shouldius, on the lateral surfaces 
of the arm and forearm, over the dorsal aspect of the carpus and 
along the coronel, hairs just visible to the naked eye are present. 
With the lens it is seen that on the remainder of the forequarters, 
as well as over the loins, the hock and the coronet, fine hairs are 
just beginning to erupt. In the region of the flank and on the* 
hindlimb (save those parts just mentioned) the follicles are densely 
packed ami fairly large, hut no eruption of hair can be detected. 

At ItIO days the tactile hairs have reached lengtlis of 0*5 to 

0*8 cm. By now the forehead is covered with well-matted hair 
about 3 mni. long. As this is traced along the neck and back it 
becomes shorler, until at the loins it is only just visible. Also 
towards the* angle of the mouth the length of the hair decreases, 
and on the lower part of the face it can only be seen with the hel]) 

of a lens. Over the shoulders the hair has a length of between 

2 and 3 mm., this also being the case on the anterior aspect of the 
carpus and along the coronets of the foreliiub. Shorter hair (about 
1 mm.) is seen on the brisket, sternum, loins, tail and proximal 
portions of the hocks; on the coronets of the pelvb* limb it is slightly 
longer. On the remainder of the surface of the hindquarters hair 
is just visible. Fine hairs are seen on the inner surfa<*e of the 
ear, where they are confined to the ridges, while the depressions 
remain smooth and bare. 

In the foetus of 110 days the tactile hairs are about 1 cm. long. 
On the face ordinary hairs are detectable with the naked eye. The 
hairs on the inner aspect of the ear have become longer and more 
numerous, while on the outer surface fine downy hairs are appearing. 
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The entire body is well covered with fairly closely packed hairs. 
The hairs on the coronets and those around the accessory digits have 
reached a length of approximately 0 5 cm. 

By the end of the fourth month the body is totally covered 
with fairly long hairs. These are more or less straight, are fairly 
coarse, and have a glistening white colour. During the last month 
these hairs (continue to increase in length, but gradually it becomes 
possible to distinguish below them a curly, well-matted coat, the 
fibres of which are finer and have a dull white colour. This 
appearance is detected first in the neck region from where it extends 
backwards over the trunk. At the end of the prenatal period this 
second coat, which is now recognisable as the woolly covering of 
the body, has practically replaced the previous hairy coat on all 
parts of the body excepting the lower portions of the limbs and the 
face. 


7. Determination of Age. 

As was pointed out in the introduction, one of the main objects 
of this work is to provide standards for the accurate estimation 
of age of Merino foetuses (collected from uncontrolled sources. The 
necessary information is already set out in the preceding sections; 
but, as difficulty may arise in applying this rather detailed know- 
ledge, it is considered advisable to extract the essential facts and 
to present these in a manner that will facilitate their ready 
application. 

it is obvious that for accurate estimation one has to rely mainly 
upon quantitative methods. These involve the use of the regression 
formulae previously presented. In each of these the dimension 
is given in terms of age. Ac^cordiugly, the determination of the 
age corresponding to a measure4 value of a dimension necessitates 
a somewhat complicated calculation, for in the resulting equation 
the unknown (age) is present in both its first and its second powers. 
The solution of this equation involves factorization of rather unwieldy 
numbers. This process is far too elaborate to serve any useful 
practical purpose. 

If the variables be reversed (age in terms of the dimension) 
the calculation is greatly simplified. From the point of view of 
growth this is rather illogical, for size is considered to depend on 
age, not age on size. However, if it will facilitate age-determination 
there is justification for the calculation of this ‘‘ illogical ’’ or 
theoretical ’’ formula. * 

When this is done it is found that again the best-fitting curve 
is a parabola of the second order. Naturally the constants in the 
equation differ from those obtained when the same data are employed 
in the reverse direction. To illustrate this the formulae obtained 
with the vertebral column and age data are presented : — 

(а) Loge Age - 3-0743 + 0-2703 Loge V.C. +0-0458 (Log, V.C.)* 

(б) Log, V.C. — - 10-4383 + 4-3948 Log, Age -0-2949 (Log, Age)* 
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The differencies are not confined to the ac’iual fif^ures, but are 
evident also in the signs ot‘ these constants. As a result the shape 
of the regression line differs in the two instances. That obtained 
with formula (a) is illustrated in Fig. 41, while that of (6) is 
presented in Fig. 29. 


Fis. 41 Age in Terms of Vertebral Column Length. 



From equation (a) age may be calculated in a direct manner. 
Nevertheless this computation still involves the use of logarithms 
and antilogarithms as well as fairly extensive multiplications which, 
unless a calculating machine is at hand, become very tedious. 
Consequently it is felt that even this “simplified equation calls 
for more arithmetical labour than the average worker in biology 
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will be eager to uiidertake. Moreover, the estimation of age being 
in most instances mprely a necessary preliminary to further 
investigation, it is desirable that this process should occupy the 
ininiiuum of time. 

It appears that graphic estimation offers a solution to the 
difficulties mentioned. In this method direct readings are made 
on any of the regression curves in Kigs. 25, 27, 28, 29, 
83 to 37, 39 and 40; thus all calculation is eliminated. It is not 
necessary to confine oneself to the figures presented in this work. 
From the regression equation of any dimension, a series of values 
for this dimension at stipulated ages may be calculated. With these 
data a gra7)h may be constructed to any suitable scale. Obviously 
increase of the latter will tend to minimise the possible error of 
‘‘ reading How’ever, it in no way affects tlie [)ossil)le inaccuracy 
due to the variation inhereni in the dimension. The latter error 
is the more important of the two, and at this stage it may be 
c^onsidered in some detail. 

In the preceding sections the coefficients of variation of all the 
regression equations are stated. For convenience these figures are 
repeated : — 


('Oeff. Vnr. 

Percwita^f. 

Straight C.K. length 7*51 

l.iength of Vertebral column .‘1*81 

length of trunk 4*07 

Heart-girth 5*48 

l^ength of tail li*75 

Length of forelimb 4*72 

Length of himllimb 4*88 

Ijongth of head 8*76 

Width of head 4*75 

Weight of foetus 20*07 


It must be remembered that these coefficients denote the extent 
of variation when the dimension is calculated from age. It does 
not necessarily follow that when the same equation is eni])loyed for 
the purpose of detenuining age (the dimension being known) the 
same degree of variation will be encountered. An interesting fact 
is that the coefficient of variation for equation (a) von page 522) 
is 2 () per cent., whereas that for (h) is 3*8 ])er cent. This indicates 
that owing to the lesser degree of variation in the age data the 
determination of age from the dimension is more acuuraie than that 
of the dimension from the age. This has been ]>Toveil to hold 
good when the entire formula is reversed ; but the point at issue 
is whether when age is estimated from formula (h) the likely error 
will be of the order of 3*8 per cent, or of 2^6 per cent. It has been 
ascertained authoritatively that the exact relationship between these 
two coefficients of variation has not yet been solved mathematically, 
but it is known that this error will lie between 2*fi per cent, and 
3-8 per cent. Visually this may be verified by noting that the 
horizontal deviations of the plotted point.s (the variation of age 
about the trend line) in Fig. 29, are less than the vertical deviations 
(the variation of vertebral column length about the same line). 
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H may be assumed that the same a])plie8 iu the case of all the 
other dimeiisioiis, and that the likely error in af?e determination 
will be less than the coefficients of variation presented above. As 
most of these already lie well below 10 per cent, it is evident that 
by this graphic method age may be determined with considerable 
accuracy. 

Naturally the dimension with the least variation will be selected 
for such determinations. This is the vertebral column length. How- 
ever, it is suggested that the accuracy of the determination may be 
iinjiroved by using more than one dimension and then arriving at 
an “ average " age. This method certainly eliminates the possibility 
of being misled by an extreme variation in any one dimension. 
Nevertheless, it would b(‘ inadvisable to determine the age of a 
foetus from, say, its vertebral column length and its weight, and 
then to take as the most likely age the exact arithmetical mean 
of the two values. This method would entirely lose sight of the 
fact that the coefficient of variation of weight is five times as- large 
as that of the vertebral column length. Jt is essential that more 
importance be attached to the value obtained through the use ol 
the less variable dimension. It is suggested that the relative 
importance of two dimensions be apportioned in the inverse ratio 
of their coefficients of variation. Thus, in the above example, if 
the age obtained by the use ot weight is higher than that obtained 
from the vertebral column length, then the final age w’ould be taken 
us the vc'rtebral column length value plus one-fifth, or the weight 
value less four-fifths ot the ditference between these two values. 


e.g. If age from weight 

& age from V.(\ —y 

& jr>y 

then true ’’ age 

— - 4(a^ - ?/) 

■ 

or = 3 ^-f (.r- y) 

^ 5 

A further point to be mentioned is that in the choice of 
dimensions for ageing consideration be given to the correlation 
coefficient table (Table 3d). Preference should be accorded to 
dimensions which have the least correlation witli each other. 
Naturally their coefficients of variability must also be borne in mind, 
as it W'ould be of little avail to select a highly variable dimension 
merely on the ground that it is not .significantly correlated w itli any 
other dimension. 

Although the way has now been cleared for the application in 
a fairly simple manner of the known quantitative data, there is still 
the possibility of further simplification. This is achieved by the 
construction, on the lines suggested by Scammon (1937), of a simple 
normograph (Fig. 42) in which the ‘‘ expected values ’’ of all 
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dimensions at any age may be read in one straight line parallel 
to the base of the figure. This norraograph may be used for the 
estimation of age from one or more dimensions. 


Fig. 42.— Norraograph for purpose of determining either foetal age 
from one or iriore dimensions, or the values of dimensions from those 
of other dimensions or from foetal age. 



The following procedure may be recommended: — 

(1) Determine the values of the dimensions. The measure- 
ments should be made in accordance with the details 
supplied in Chapter 3. For each dimension two or three 
readings should he taken and the average of these 
employed. The number of dimensions to be measured 
should be decided by the investigator. Naturally the 
length of the vertebral column will be the first to receive 
consideration. Others suggested are trunk, heart-girth 
and straight <Town-rump length. 
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(2) Mark off lightly in pencil on the respective scales the 
the values ot the dimensions. 

Stretch a thread across the iiormograph in such a way 
rhat it lies parallel with the base, i.e. so that it intersects 
identical age readings on each of tlie vertical sides of the 
normograj)b. 

(4) Keeping the thread j)arallel, move it either upwards or 
downwards until it cuts the vertehral column scale exactly 
at the mark indicating the value of this dimension. This 
scale is acccu'ded special prominence in the centre of the 
figure. 

(5) ()hs(‘rve the distribution about the thread of the points 
indicating the values of the other dimensions. If the 
majority (»f them display either an upward or a down- 
ward tendeiicv, the thread should be moved slightly in the 
ap]>ro})nate <lirection. Again it must he remembered that 
to the dimension with the lowest coefficient of variation 
most weight should be attached. Ifence, in the example 
previously quoted (V.(\ length and w’eight), the tliread 
would be mo\ed rouglily one-fifth of the distaiu'e tow’ards 
the lev(‘l of the weight mark. A further mark (say trunk 
length), l\ing somewhat below the level of \.V., might 
tend to diaw’ the line downward again, probably restoring 
it to its oi'iginal position, i.e. on the V.(\ mark. In the 
normograph the arrangement of the scales is such that the 
most imjmrtant dimensions are closest on either side to 
the vertebral column scale, while farthest away are those 
which carry least weiglit. 

In this way the thread is manoeuvred until the points 
are well distributed about it. 

(fi) Make sure that the line is still jiarallel; i.e. note the age 
readings on both sides. The reading on the age-scale 
gives the age of the foetus iu days. 


Some details of the above ]>rocedure may ap])ear over-elaborate, 
but in actual practice it will be found that unless the majority of 
the other points deviate considerably (and in the same direction) 
from the level of the vertebral column reading, the latter will be 
taken as indicating the most likely age. 

Having fixed the age in this quantiiative manner, one would 
scarcely expect that any improvement would result from the use 
of the descriptive data listed in Table ^4. However, it is recom- 
mended that in all (uises one sliould refer to this table, if only as 
a safeguard agaiiust incorrect estimation of the age of an exceptionally 
large or small foetus. In such a case it will be found that the 
external appearance does not correspond with that described for a 
foetus of the estimated age. 
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Ill this section full direct ions have been given for ageing 
foetuses. It rests with each worker to decide for himself in how 
far these are to he supplied. In his decision he will be guided mainly 
by the nature of his investigation and the degree of a(!(uiracy 
considered advisable. It is suggested that for most purposes the 
use of the vertebral (^oluniii length supplemented by a rapid reference 
to Table 34, will give suffiidently accurate results. 


(d) The Majkrnal Mammary Gland. 

For the ])urpose of studying the growtli of this organ during 
the course of pregnancy the data have again been placed in monthly 
groups. The differences between the various groups are studied 
by Fisher's (193G) “analysis of variance'' method. Details are 
presented in Table 35 and Fig. 43. 

Table 35. 

Wfifjht of Mammary Gland. 


Groups of Ewes. 


Signifieatice Tests. 


No. 


1 

2 

8 

4 

5 

6 


Class. 


Non-pregnant 
1st month . . . 
2nd month... 
3rd month... 
4th month... 
5th month... 


No. of 
Observ. 


10 

10 

8 

6 

7 

5 


Mean 

Weight. 


W. Group 
1. 


W. Prettvl. 
Group. 


Gm. 

1 99 -DO 


122-60 


180-13 

— 

203-33 

— 

314-71 

— 

806 -W 

XX 


XX Significamw at P ~ 0*01, 
X Significance at P ~ 0*05. 


The mean of the second group falls well below that of either 
the first or the third. This may be associated with the somewhat 
poorer condition at the time of slaughter of the sheep constituting 
this group. Nevertheless the drop is insignificant. 

It is concluded that until the end of the third month there is 
no upward trend in the weight of the mammary gland. At about 
this time the weight does begin to increase, yet when the weight 
in the non-pregnant group is taken as the standard, this increase 
does not reach the level of significance until the last month of 
gestation. When the figure for the first month of pregnancy is 
employed for the purpose of comparison then the increase by the 
end of the fourth month is found to be just significant at f*=s0*05. 
The increase during the last month is highly significant, and by 
the end of gestation the initial weight has undergone a fourfold 
increase. 
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Descriptive. — Durin^^ the first two months of pregnancy the 
appearance of the gland changes but little. In the living animal 
the organ can be felt as a slight swelling under the rather loose 
inguinal skin. The teats are small and soft. The extirpated organ 
has the appearance of adipose tissue and it “ sets ” rapidly. The 
organ i.s flattened, with a greater depth at the caudal extremity 
than in the (cranial i)ortion. The depth in the former region is due 
in i)art to the presence of the su])rainannnary lymph glands which are 
situated here, embedded in the adipose tissue. 


Fig. 43.— Weight of Maternal Mammary Gland. 



Monlho of GesTdlion 


Towards the end of the secoiul month of gestation it is noticed 
that the diameter of the mammary bloodvessels (external pudic 
arteries and veins and subcutaneous abdominal veins) has been 
doubled. At about this time it becomes possible to withdraw from 
the teats small quantities of clear, watery fluid. 

During the following month the size of the gland increases 
slightly. This increase is reflected mainly by the greater depth 
of the cranial part of the organ. The vessels continue to enlarge, 
w^hile the teats increase in length and become very soft and flabby. 
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Early iu the fourth luoiitli there is imich more noticeable 
enlarg*ement of the gland, so that the increase is evident even in 
the living animal. To the touch the organ is sojnewhat elastic, 
ai)parently on acrount of the accumulatio]! of seiuelion within it. 
At this time the fluid which can be withdrawn from the teats has 
become “ syrupy 

Hy the end of the fourth month the gland is greatly enlarged 
and the parenchyma has a brownish colour, which (.outlasts with the 
w'hite of the adipose tissue. The former is predominant especially 
iu the region of the bases of the teats. The de])th of the cranial part 
of the gland exceeds that of the caudal extremity. At this stage 
it is noticed tluit the gland does not “ set ” well, remaining soft 
and pliable for a long time after extirpation. 

Jly the 140th day there has been even greater enlargement and 
the teats have become long and fairly well distended. The fluid 
whi(di can be “ milked " from the teat is viscid and has a creamy 
colour. 

Just before birth this fluid becomes honey-like as regards both 
consistence and appearance. At this stage the bloodvessels are 
prominent, the veins es])ecialiy being large and distended. The 
parenchyma of the organ is roughly cubical in sha])(s wliile adipose 
tissue forms but a nariow ]>eripheral rim. 

Thus it is found that the imimmary gland undergoes Jiiost of 
its macroscopic* development during the se(*ond half of pregnancy. 
This is ill agreement with the finclings of Hammond (19iJ7) in the 
case of the cow, i.e. that during the first half of pregnancy theie 
is first an organization of the colle(;ting system, and then growth 
of the secreting tissue, wdiile during the second half secretion 
commences and, as a result of the a(‘cuniulation of the secretory 
product, the size of the organ is*increased. 


(a) Maternal Endocrine Olands. 

It is of interest to investigate the possibility of detecting in 
these glands macroscopic (changes which may be associated with 
the physiologic state of pregnancy. Attention has been directed 
mainly to the changes in weight. This is due to the fact that in 
most of these organs linear measurements are impraidicable, wliile 
volume determinations (by the displacement method) on these small 
glands call for more time than (^ould be allowed to lajise before 
sectioning and the initiation of fixation for later histological 
examination. 

In view of the desirability of having in (Jroiip 1 only ewes 
in the same phase of sexual life, all data from sheep judged to 
have been in anoestrum have been excluded. Thus this group 
(jomprises only ewes at various stages of the dioestriis cycle. 

Hypophysis , — Details of the mean weights of the various groups 
are presented in Table 36. 
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Table 36. 

Weifjlkt oi Hypophysis. 


Groups of Kwes. 


No. 


Class. 


No. of Meau Weight of 

ObstTv. Hypophysis. 


1 Non-pregnant 

2 Ist month... 
2n(l month . . . 

4 l^rrl mirnth . . . 

o I 4th mr)nt}i . . . 
h I oth month . . . 


8 

II 

8 


7 


(»in. 
(»*8I2o 
0 0h82 
0-7438 
0*7700 
0*7i86 
0*06(X» 


It is found iliiil none of the differences between onmps is 
.sio-nificanl even at the o per cent, level oi probalnlity. When the 
data are placed in t\\(» groups only {j)regnan1 and non-pre^naiit) 
the differences are still insif*:nific-ant . 

In view <»f these finding’s n(» attempt has been made to analyse 
the data relatirif? to length, width and de|)th of this orj?an. 

Thyntid, Ad i coals and Kpiphysis . — For these orji^ans fewer data 
are available, hence the method of ^roujdnpf has l>een altered, ^roup ‘J 
comprisinj»' the former ^roujis 'i, *‘1 ami 4, while the former nos. o 
and 6 have* been amalgamated to form the third group of this section. 

Details of these glands are tabulated below (Table 37). Not 
in a single instance is the difference between groups significant at 
P O-do. Kven reduction of the nnmber of groups to two (pregnant 
.nid mui-jiregnant) fails to disclose any significant difference. 

T.vulk 37. 

Weiyhts of Thyroid, Adrenal and Pineal. 



GR<M’r.s OF Kwks. 

1 


Mean Weight. 




xNo. of 

1 





; ()b«erv. 

1 

1 


No. j 

Class. 


‘ Thyroid. 

1 Adrenal. | 

Pineal, 




Gm. 

(jilll. 

Gm. 

1 

Non<prej*naiit 

.. ! 5 

1 2'82 

3*24 

Oil 

o 

Ist, 2nd and 3rd month 

.. ! 8 

' 1-08 

2*93 

0*14 

3 

4th and 5tK month 

12 

1 

; 2-42 

3-52 i 

0-14 


Corpus Luteuin . — For the study of this temporary endocrine 
gland recourse is had to a rather indirect method. The weights of 
the ovaries have been recorded, and by studying these it is hoped 
to gain some information regarding the changes in weight of the 
corpus luteum. Again the sheep are placed in six groups and in 
each of these two sub-groups are formed, comjirising respectively 
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the data of the ovary with the rorpiis hiieum (('.L.) and thobe of 
the ovary without this body (K.T.L.). Tn Table 38 details will be 
found. 

Table 38. 

Weights of Oiwnes. 



Groi PS OF Ewes. 


Mean Ovarian Weioht. 


— 

No. of 


— 

No. 

Cla.sR. 

Observ. 

Ovary with 
C.L. 

Ovary without 
C.L. 




! Gm. 

Gm. 

1 

Non-pMignant 

» 

I 1-4U 

0*69 

2 

Ist month 

12 

1 1-38 

0-66 

3 

2nd month 

8 

1 1-44 

0*73 

4 

3rd month 

H 

1-33 

0-67 

5 

4th month 

7 

j M4 

0*61 

6 

6th month 

6 

! i-0(» 

0-58 


On analysis it is found that none of the dift'eiviices between 
groups of the C.Ii. series is significant. In view of the fact that the 
corpus luteuui accounts for practically half the weight of the ovary 
in which it is located (see dift'erence between the two ovaries of the 
same sheep), it is maintained that any change in size of the corjius 
will be reflected in the weight of the ovary. Consequently the above 
finding suggests that throughout pregnancy there is no significant 
(ihange in the weight of the corpus luteum. However, there is the 
possibility that changes of a com])t5n sating pature may (a-cur in both 
the corpus ami the remainder of the ovary. However, reference to 
the K.C.L. series show^s that here no significant changes have 
occurred. Moieover, the downward trend in the last two groups is 
well reflected in both series.' This may be ascribed to progressive 
atresia of Graafian follicles, and the somewhat greater drop in the 
(y.L. series may be attributed to this effect being more marked in 
the ovary carrying the corpus luteum (Hammond, 1927). 

From the above reasoning it is concluded that, at least in the 
present data, there is no evidence of any change in lht‘ weight of 
the corpus luteum throughout the course of pregnancy. 

Regarding all the endocrines it must be stated that no significant 
differences have been demonstrated. Probably the reason for this 
is that, considering the great variations encountered, the numbers of 
observations were too limited to allow' of the detection of any changes 
that might have taken place. Probably the main value of this 
section lies in the fact that it demonstrates the futility of such 
studies on any but very extensive groups of animals. 

( J ) General. 

1. In the review of the literature it has been pointed out that 
the ovum may either become implanted in the horn on the same 
side as the ovary from which it originated, or it may migrate to 
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tile opposite side. Attention is directed to the statement of (’lark 
(193G) that in the bovine more foetuses are carried in the rig^ht iiorn 
than in the left, and that this is not due to more freijuent functioning 
of the right ovary, hut to more frequent migration from left to 
right, (’onsideririg the topography of the rumen one might conclude 
tliat the pressure exerted by this organ has an important bearing 
on these findings. The same would be expected to a])ply to the 
slice]). 

The data collected during the course of the jiresent work are 
jiresented in Table 39. 


1\\MLK 39. 


Situatiffn 

oj Foetus and Corpus Luteinn, 



1 No Migration. Migration. * 

Total. 

IwM'tuH in Ki^la Horn 

. 18 ' ;j 

21 

Kiw‘tnH in Lett Horn 

10 o 

1.3 

Total 

28 8 

Mi 


My mean> of Ihe X* test it is ])ossible to compare with each 
other migiation and non-migration; migration to the right and 
migration lo the left; foetus in right horn and foetus in left. Only 
in the first instance (migration and non-migration) do the observed 
figures differ significantly from their ex])e< ted values. Thus it is 
seen that there is a very definite tendency for the ovum to become 
implanfcd on the side on which it is liberated. In fact, the odds 
are more than 100 to 1 agaiusi its migration. There is no significant 
ditfereme regarding the number of foetuses carried in each horn, 
nor is migration more likely to occur in one <lirection than in the 
other. 

Til \ie\v of the relatively small number of animals employed 
it lias been decided to include here the data supplied by Curson (1934). 
The details for the coiiibin(*d group of 72 ewes are set out in Table 40. 


Table 40. 

Sifuatioii of Foetus and Corpvs Luteuju. 



No Migration. 

Migration. Total. 

Foetus in Higlit Horn 

37 

.3 42 

Foetus in l/'ft Horn 

! 

2o 

1 

o ;U) 

; 

Totai j 

62 

10 j 72 


rm 




piw:natal growth in the merino sheep. 

Although the difference between “ total right ” and “ total 
left ’’ appears to have been increased, it does not yet reach 
significance. It will be seen that migrations have occurred with 
equal frequency in each direction. Further, the preponderance of 
non-migrations over migrations is even greater hei*e than in the 
previous table. Thus it is seen that the resuhs obtained with the 
larger group of animals are practically identical with those of the 
present series alone. Therefore, one may conclude that in the sheej) 
there is no special tendency towards migration in o)ie direction, 
nor is there a tendency for the foetus to lie more fieqiiently in one 
horn than in the other. Almost invariably will the foetus be situated 
in the horn corresponding to the ovary with the c(iri)iis luteum. 
Migration takes place but rarely, the odds against this occurrence 
being fairly long. 

2. At times it might be useful to be able to differentiate between 
the true weight of a pregnant ewe and the weight of the foetal 
system. In order to arrive at the correction to be applied to the 
gross weight, it is necessary to study the growth of the foetal system. 
As it was felt that the weight of the ewe might have some definite 
bearing on the weight of the foetal system, it was decided to 
incorporate this variable. However, Cursoii and MaUin's 
method of reducing the weight of the foetal system to a percentage 
of the nett weight of the ewe (gross weight less weight of foetal 
system) does not appear to be justified, as it presumes a 
proportionality which has not yet been j)roved to (».\ist. The more 
satisfactory method is to determine the equation for weight of the 
foetal system in terms of gestation age and weight of ewe. This 
equation is 

Logj. Foetal system = 4’5176 f 2*3048 Log,* Gestation Age -f- 0-5l0r> 

Log,. Nett Wt. of ewe. 

Weight F.S. in gm., (xestaiion Age in days and Weight of ewT in Kg. 

The coefficient for gestation age is highly significant, but that 
for weight of ewe is definitely "insignificant. This means that it has 
not been possible to demonstrate that the weight of the ewe has any 
significant effect upon the weight of the foetal system. It must be 
pointed out that the ewes were all of fairly even size and that the 
weight of the foetal system is subject to large variation. These 
two factors may account for the insignificant result. 

How^ever, having failed to demonstrate significance as regards 
nett weight of the ewe, there is no justification for the retention of 
this variable. I’hns the equation is simplified by determining the 
weight of the foetal system in terms of gestation age : — 

Logo F.8. = -3 ‘OSS? + 2*3891 Logp Gestation Age. 

The coefficient of variation is high, namely 20*87 per cent. 

Having obtained the weight of the foetal system, the nett weight 
of the ewe is obtained with ease: — 

Nett weight=(fros8 Wt. — Wt. F.S. 

Gross Wt. — ^Antilog ( - 3 • 0337 + 2 • 3891 Log e 
Gest. Age). 
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As only data relating to sheep pregnant for ill days or longer 
have been employed, ihe above ecpiution holds good only from the 
beginning of the second month of gestation. During ihe tirsi monUi 
the weight of the foetal system is negligible. 

CHAPTER 5.— SUMMARY. 

Attention is directed to the paucity of ijiformation legarding 
prenatal growth of domesticated mammals and to the fact that much 
of the available knowledge is rendered practically valueless through 
lack of a(‘curate definition. The importance of accurate standards 
for ageing foetuses is stressed. The present investigation aims at 
providing such standards for the Merino sheep. In addition, during 
the course of the work valuable data have been collected concerning 
those maternal systems which are chiefly associated in the rejiro- 
ductive process, i.e. the genitalia, the endocrines and the mammarv 
glands. Wherever possilde, changes of a qualitative nature have 
been described in detail, while ({uantitative data have been subjected 
to statistical analysis. 

In the sheep it is found that, with the exception of the hallopian 
tubes, the entire genital tract undergoes extensive enlargement during 
l)regnaiicy. In the lunns and the body of the iitonis a siguifii*aiit 
enlargement is evident sooner than in the vagina and the cervix. 
Wher(‘as the former have to carry the develo])ing foetal s,\ste.n, 
increase in the lalter merely anticipates the Ile^ds of j)artiiriti(m. 
Jn all these organs the enlargement observed is the result of a(‘tive 
growth of the regicms concerned, not of mere passive stretcliing. 

Jly about mid-term the placenta has reached its maximum 
develoj)Uient. After this there is a fall in weight, while the 
individual cotyledons tend to become flattened. Thi*oughout 
pregnancy the weight of the foetal membranes increases steadily. 

The total volume of foetal fluid increases rapidly until the third 
month, remains [uactically unchanged during the fourth, and then 
again increases. The first increase is the result of iai»icl accumulation 
«d' ainiiiotic fluid, while the seccmd is due entirely to the allantoic 
fluid; for during the second half of gestation the vcdume of amnioti( 
fluid bec(»mes decreased. During the fourth month a balan(*e is 
attained between allantoi(* increase and amiiiotic decrease. This 
flattening of the curve is reflected in most of the weights and measure- 
ments of the uterus. Although specific gravity and hydrogen-ion 
concentration of the fluids were consi<lered, no im])ortant changes 
were detected. 

The weight of the maternal mammary gland bt»gins to increase 
in the foui*th month of gestation, hut the major portion of the 
increase occurs only in the last month. The watery secretion 
observed at mid-term changes gradually into the yellowish honey-like 
(*h(dostral milk. 

Regarding the maternal endocrine glands it is concluded that 
as a result of large individual variations no significant macroscopic 
changes can be demonstrated. For such studies verv large groujis of 
animals would be necessary. 
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With reference to the foetus it is found that growth both in 
weight and in length follows a double parabolic tiend represented 
by Ihe formula 

Logo Dimension a b Logo Age + c (Logo Age)^, 

The coefficient of variation for weight is over 20 per cent., whereas 
that of the most satisfactory length measurement (length of the 
vertebral column) is under 4 per cent. 

Tlie percenLige growth-rates of both length and weight decrease 
steadily and continuously throughout prenatal life. There is no 
evidence of abrupt “ breaks '' in these lates. 

I’he weight-length rati<i of the growing foetus follows a simple 
logarithmic trend. The coefficient of variation is high, namely about 
17 i)er cent.; hence this ratio has little value as an index of age. 

in connection with regional growth it is found that with the 
exception of length of the neck (which is highly variable) all the 
dimensions considered are capable of representation by parabolae 
such as described for growth of the entire^ body. From a consideration 
of the percentage growth-rates of these diineiisions the theory is 
formed that changes in the pro])ortions of the growing foetus are 
the result of differential rates of retardation of regional growth. 
The degree of retardatiim in any region appears to be proj)ortional 
to the la])se of time since the inception of growth in that region. 

In one coniju'ehensive table are set out the total, trend and 
residual correlation coefficients for each pair of dimensiims. in 
all instances the total (*orrelatioii is highly significant, but only 
btHween closely related dimensions is there a significant residual 
correlation. Thus in most instances the high total correlation is 
due almost entirely to the common growth-trend. 

As the object of the work is to provide ageing standards, details 
are furnished as to the manner in which the above knowledge is to 
be applied. Sjiecial mention is made of a simple normograph so 
constructed as to allow of the straightforward reading t)f age from 
one or more measured dimensions. 

In a sup])lementary section are considered the relation between 
the pregnant horn of the uterus and the situation of the corpus 
luteuin, and the growth of the entire foetal system. In connection 
with the former it is concluded that there is a significant tendency 
for the foetus to be carried in the horn on the same side as the 
ovary cemtainiug the corpus luteum. The numbers of foetuses 
carried in each horn do not vary significantly, neither is there 
evidpee of any tendency towards migration of the ovum in one 
special direction. 

Knowledge of the weight of the foetal system is of importance 
to workers wishing to adjust the live weights of pregnant ewes. 
In this investigation the nett weight of the ewe (i.e. gross weight 
less weight of foetal system) is found to have no significant effect 
on the weight of the foetal system. Hence an equation is presented 
in which the weight of the foetal system (i.e. the correction to 
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be applied) is given in terms only of tlie length of gestation. How- 
ever, as the eoeffieient c»f variation is over liifi per rent., the rorrertion 

must be regarded as very approximate. 
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All len^h lueasiifements sriven in centimeteres. 
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APPENDIX “ B 

CommenU on the Methods Adopted in Fitting Curves, 

Ah indicated in the text the weight-a(;e data were the first to be con- 
sidered. The individual observations were translated to logarithmic form. 
For convenience let siginfy these values of tiie age data, and y those of 
the weight data. It appeared that the plotting of y against x resulted in a 
straight-line distribution. Consequently the regression coefficient h was 
determined and u straight line with the formula Y = ( 3 / - bac) + hx was 
fitted. 

Next the standard deviation of a single observation about this line was 
(‘alculated. Let this be SI. 

The coefficient ot variation - 100 X S % 

The significance of the coefficient of regression was tested by calculat- 
ing 


f = — ZL.. 

SEO 


Although the significance was high the fact that the coefficient of variation 
was large and that the actual observnticins wen* badly scattereil about, the 
regression lino led one to believe that a better “ fit ’’ would be obtained by 
introducing also the square of the age, i.e., fitting a parabola. For this 
the formula is: — 


Here represents the square of the age, and b, and are the coefficients. 
The former signifies the tendent‘y tow'ards straightnpss while the latter intro- 
duces the curved tendency. 

The coefficient of variation is calculated as before, while the significance 
of both coefficients is tested in the game manner as previously described. 


Both on account of the lower coefficient of variation and the improved 
distribution of the data about the line, it is concluded that this line fits 
the data more satisfactorily than the previous one. 

Tt will be remembered that in the above calculation both age and a eight 
were represented in their logarithmic forms. In ordor to eliminate these* 
logarithms it is necessary to take antilogarithms on both sides of the question. 
In this way it is possible to determine for any scries of age values the corres- 
ponding expected values of weight. The construction of a smooth weight-age 
curve is then a simple matter. All the curves presented in chapter 4 (in 
tfie section concerning the foetus) were constructed in this mannor. 

In the majority of cases it was obvious from the plotting of the logarithms 
of the dimensions against those of age that a straight line would not give the 
best “ fit **. Therefore, this equation was not calculated. However, in all 
instances the coefficient of variation of the linear logarithmic trend was 
determined. This was done in order to establish definitmy, in each case, the 
superiority of the curved logarithmic trend. 


It is to be noted that the technique employed in these calculations, and, in- 
fecjt, throughout the whole work, is that standardized by R. A. Fisher in 
his “Statistical Methods for Research Workers*’, from which all basic 
formulae have been obtained. 
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